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BACKGROUND OF THE INVENTION 
iWs application claims the benefit of priority to U.S. Application Serial No. 
60/452 257 filed March 3, 2003. U.S. AppUcation Serial No. 60/474,529 filed on May 30, 
; 2003 U S Application Serial No. 60/476.159 filed June 4. 2003. U.S. Application Senal 
No 60/486.862 filed on July 11. 2003. U.S. Application Serial No. 60/515.285 filed on 
October 29, 2003. and U.S. Application Serial No. 60/528,506 filed on December 10, 
2003, which all have the same title and inventors as the present application. Each of these 
apphcations is hereby incorporated by reference in its entirety. 
0 The United States Government may own rights in the invention pursuant to grant 

numbers CA86587, R41 CA88421, POl CA78778. POl CA06294. CA70907. and P30 
CA16672 from the National Cancer histitute. 
A. Field of the Invention 

The present invention relates generally to the fields of molecular biology and gene 
,5 therapy More specifically, the present invention is directed to diagnostic, prognostic, and 
therapeutic treatment compositions and methods for treatment of cancer and other 
angiogenesis-related disorders (anti-angiogenesis therapy). The present invention is also 
directed to methods of purification of MDA-7 and compositions including pnnfiedMDA- 
7. 

20 B. DescriptioB of Related Art 
1. Autogenesis 

Blood vessels are constructed by two processes: vasculogenesis, whereby a 
primitive vascular network is established during embryogeneds from multipotential 
xnesenchymal progenitors; and angiogenesis. in which preexisting vessels send out 
25 capillary sprouts to produce new vessels. Endothelial ceUs are centrally involved in each 
process. They migrate, prohferate and then assemble into tubes with tight ceU-cell 
com^ections to contain the blood (Hanahan. 1997). Angiogenesis occurs when enzymes, 
released by endothelial cells, and leukocytes begin to erode the basement membrane, 
which surrounds the endothehal cells, allowing the endothelial cells to protrude through 
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the membrane. These endothelial cells then begin to migrate in response to angiogenic 
stimuli, forming offshoots of the blood vessels, and continue to proliferate until the off- 
shoots merge with each other to form the new vessels. 

Normally, angiogehesis occurs in humans and animals in a very limited set of 

5 circumstances, such as embryonic development, wound healing, and formation of the 
corpus luteum, endometrium and placenta. However, aberrant angiogenesis is associated 
with a number of disorders, including, tumor metastasis. In fact, it is commonly believed 
that tumor growth is dqjendent upon angiogenic processes. Thus, the ability to increase 
or decrease angiogenesis has significant implications for clinical situations, such as 

10 wound healing (e.g. , graft survival) or cancer therapy, respectively. 

Several lines of direct evidence now suggest that angiogenesis is essential for the 
grovv^ and persistence of solid tumors and their metastases (Folkman, 1989; Hon et al, 
1991; Kim et al, 1993; Millauer et al, 1994). To stimulate angiogenesis, tumors up- 
regulate their production of a variety of angiogenic factors, including the fibroblast 

15 growth factors (FGF and DTCF) (Kandel et al, 1991) and vascular endothelial ceU 
growth factor/vascular permeability factor (VEGFA^P). HoAvever, many malignant 
tumors also generate irihibitors of an^ogoiesis, including angiostatin and 
thrombospondin (Chen et al, 1995; Good et al, 1990; O'Reilly et al., 1994). It is 
postulated that the an^ogenic phenotyp? is the result of a net balance between these 

20 positive and negative regulators of neovascularization (Good et al, 1990; O'Reilly et al, 
1994; Parangi et al., 1996; Rastineiad et al., 1989). Several other endo^ous inhibitors 
of angiogenesis have been identified, altliough not all are associated with the presence of 
a ttmior. These include, platelet factor 4 (Gupta et al, 1995; Maione et al., 1990), 
interferon-alpha, interferon-inducible protein 10 (Angiolillo et al., 1995; Stricter et al., 

25 1995), which is induced by interleukin-12 and/or interferon-gaimna (Voest et al, 1995), 
gro-beta (Cao etal, 1995), and the 16 kDaN-terminal fragment of prolactin (Cl^p et al, 
1993). 

2. Angiogenesis-Related Disease 

The methods of the present invention are usefiil for treating endothelial cell- 
30 related diseases and disorders. A particularly irr^rtant endothelial cell process is 
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angiogenesis, the formation of blood vessels, as described above. Angiogenesis-related 
diseases may be treated using the mediods described in present invention to inhibit 
endothelial cell proliferation. Angiogenesis-related diseases include, but are not limited 
to, angiogenesis-dependent cancer, including, for example, solid tumors, blood bom 
tumors such as leukemias, and tumor metastases; benign tumors, for example 
hemangiomas, acoustic neuromas, neurofibromas, trachomas, and pyogenic granulomas; 
rheumatoid arthritis; psoriasis; ocular angiogenic diseases, for example, diabetic 
retinopathy, retinopathy of prematurity, macular degeneration, corneal graft rejection, 
neovascular glaucoma, retrolental fibroplasia, Rubeosis; Osier-Webber Syndrome; 
myocardial angiogenesis; plaque neovascularization; telangiectasia; hemophihac joints; 
angiofibroma; and wound granulation. The endothehal cell proliferation inhibiting 
methods of the present invention are useful in the treatment of disease of excessive or 
abnormal stimulation of endothelial cells. These diseases include, but are not limited to, 
intestinal adhesions, atherosclerosis, scleroderma, and hypertrophic scars, i.e., keloids. 
They are also useful in the treatment of diseases that have angiogenesis as a pathologic 
consequence such as cat scratch disease (Rochele minalia quintosa) and ulcers 
(Helobacter pylori). 

3. Cancer 

Normal tissue homeostasis is a highly regulated process of cell proliferation and 
cell death. An imbalance of either ceU proliferation or cell death can devel<^ into a 
cancerous state (Solyanik et al„ 1995; Stokfce et oL, 1997; Mumby and Walter, 1991; 
Natoli et aL, 1998; Magi-Galluzsi et al, 1998). For example, cervical, kidney, lung, 
pancreatic, colorectal and brain cancer are just a few examples of the many cancers that 
can result (Eriandsson, 1998; Kohnel, 1998; Mangray and Kmg, 1998; Mougin et ah, 
1998). In fact, the occurrence of cancer is so high that over 500,000 deaths per year are 
attributed to cancer in the United States alone. 

The maintmance of cell profiferation and cell death is at least partially regulated 
by proto-oncogenes. A proto-oncogene can encode proteins that induce cellular 
proliferation sis, erbB, src, ras and myc), proteins that inhibit celhilar proliferation 
(e.^., Rb, pl6, pl9, p21, p53, NFl and WTl) or proteins that regulate programmed cell 
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death (e,g,, bcl-2) (Ochi era/., 1998; Johnson and Hamdy, 1998; Liebermann et al, 
1998). However, genetic rearrangements or mutations to these proto-oncogenes, results 
in the conversion of a proto-oncogene into a potent cancer causing oncogene. Often, a 
single point mutation is enough to transform a proto-oncogene into an oncogene. For 
5 example, a point mutation in the p53 tumor suppressor protein resuhs in the complete 
loss of wild-type p53 function (Vogelstein and Kinzler, 1992; Fulchi et aL, 1998) and 
acquisition of "dominant" tumor promoting fimction- 

Cuirently, there are few effective options for the treatment of many conmion 
cancer types. The course of treatment for a given mdividual depends on the diagnosis, 

10 the stage to which fee disease has developed and factors such as age, sex and general 
health of the patient. The most conventional options of cancer treatment are surgery, 
radiation therapy and chemotherapy. Surgery plays a central role in the diagnosis and 
treatment of cancer. Typically, a surgical approach is required for biopsy and to remove 
cancerous growth. However, if the cancer has metastasized and is widespread, surgery is 

15 unlikely to result in a cure and an alternate approach must be taken. Radiation therapy, 
chemotherapy and immunotherapy are alternatives to surgical treatment of cancer (Mayer, 
1998; Ohara, 1998; Ho et aL, 1998). Radiation tlierapy involves a precise aiming of high 
energy radiation to destroy cancer cells and much like surgery, is mainly effective in the 
treatment of rion-metastasized, localized cancer cells. Side effects of radiation therapy 

20 include skin irritation, difBculty swallowing, dry mouth, nausea, diarrhea, hair loss and 
lossofen^gy(Curran, 1998;Brizel, 1998). 

Chemotherapy, the treatment of cancer with anti-cancer drugs, is another mode of 
cancer therapy. The effectiveness of a given anti-cancer drug therapy often is limited by 
the difiBculty of achieving drug delivery throughout solid tumors (el-Kareh and Secomb, 

25 1997). Chemotherapeutic strategies are based on tumor tissue growth, wh^ein the anti- 
cancer drag is targeted to the rapidly dividing cancer cells. Most chemotherapy 
approaches include the combination of more than one anti-cancer drug, which has proven 
to increase the response rate of a wide variety of cancers (U.S. Patent 5,824,348; U.S. 
Patent 5,633,016 and U.S. Patent 5,798,339, incorporated herein by reference). A major 

30 side effect of chemotherapy drags is that they also affect nomial tissue cells, with the 
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cells most likely to be affected being those that divide rapidly ie.g., bone maixow. 
gastrointestinal tract, reproductive system and hair follicles). Other toxic side effects of 
chemotherapy drugs are sores in the mouth, difficulty swallowing, dry mouth, nausea, 
diarrhea, vomiting, fatigue, bleeding, hair loss and infection. 
5 ixnmuno&erapy, a rapidly evolving area in cancer research, is yet another option 

for the treatment of certain types of cancers. For example, the immune system identifies 
tumor cells as being foreign and thus are targeted for destruction by the immune system. 
Unfortunately, the response typicaUy is not sufficient to prevent most tumor growths. 
However, recently there has been a focus in the area of immunotherapy to develop 
,0 methods that augment or supplement the natural defense mechanism of the mmiune 
system Examples of immmiotherapies currently under investigation or m use are 
iHHXiune adjuvants (e.g., Mycobacterium bovis, Plasmodnnn falciparum, 
dinitrochlorobenzene and aromatic compounds) (U.S. Patent 5,801,005; U.S. Patent 
5 739 169- Hui and Hashimoto, 1998; Christodoulides et al., 1998), cytokine therapy 
15 le g. interferons), and (DL-l, GM-CSF and TW) (Bukowski et al, 1998; Davidson et al, 
1998; Hellstrand et al, 1998) gene therapy ie.g., TNF, IL-1, IL-2, p53) (Qin et al, 1998; 
U S Patent 5,830,880 and U.S. Patent 5,846.945) and monoclonal antibodies {e.g., anti- 
ganghoside GM2, anti-HER-2, anti-pl85) (Pietras et al, 1998; Hanibuchi et al., 1998; 
U.S. Patent 5,824,31 1). 
20 4. Gene Therapy 

Gene ther^y is an emer^g field in biomedical research with a focus on the 
treatment of disease by the introduction of th^peudc recombinant nucleic acids into 
somatic cells of patients. Various clinical trials using gene therapies have been imtiated 
and include the treatment of various cancers, AIDS, cystic fibrosis, adenosine deammase 
25 deficiency, cardiovascular disease, Gaucher's disease, rheumatoid arthritis, and others. 
Currently, adenovirus is the preferred vehicle for the delivery of gene ther^y agents. 
Advantages in using adenovirus as a gene therapy agent are high transduction efficiency, 
infection of non-dividing cells, easy manipulation of its genome, and low probabihty of 
non-homologous recombination with the host genome. 
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5. Cytokines 

IL-10 is a pldotropic homodimeric cytokine produced by immune system cells, as 
well as some tumor cells (Howard et al, 1992; Ekmekcioglu et al, 1999). Its 
immunosuppressive function includes potent inhibition of proinflammatory cytokine 
5 synthesis, including that of IFNy, TNFo, and IL-6 (De Waal Maleftrt et al, 1991). The 
family of BL-lO-like cytokines is encoded in a small 195 kb gene chister on chromosome 
lq32, and consists of a number of cellular proteins (IL-10. IL-19, IL-20, MDA-7) with 
structural and sequence homology to IL-10 (Moore et al., 1990; Kptenko et al. 2000; 
Gallagher et al, 2000; Blumberg et al, 2001 ; Dumoutier et al, 2000; Knapp et al, 2000; 
10 Jiang et al, 1995a; Jiang et al, 1996). MDA-7 has been characterized as an IL-10 family 
member and is also known as IL-24. 

Chromosomal location, transcriptional regulation, murine and rat homologue 
expression, and putative protein structure all allude to MBA-7 being a cytokine (Knapp et 
al. 2000; Schaefer et al, 2000; Soo et al, 1999; Zhang et al, 2000). Similar to GM- 
1 5 CSF, TNFa, and IFNy transcripts, all of which contain AU-rich elements in their 3 'UTR 
targeting mRNA for rapid degradation, MDA-7 has three ARBs in its 3'UTR (Wang et 
al, 2002). Mda-7 mRNA has been identified in human PBMC (Ekmekcioglu, et al, 
2001), and although no cytokine function of human MDA-7 protein has been previously 
reported, MDA-7 has been designated as IL-24 based on the gene and protdn sequence 
20 characteristics (NCBI database accession XM_001405). The murine MDA-7 protein 
homolog FISP (IL-4-hiduced Secreted Protein) was reported as a Th2 specific cytoldne 
(Schaefer et al, 2001). Transcription of FISP is induced by TCR and IL-4 receptor 
engagement and subsequent PKC and STAT6 activation as demonstrated by faiockout 
studies. Expression of HSP was characterized but no function has been attributed yet to 
25 this putative cytokine (Wang et al, 2002). The rat MDA-7 homolog C49a (Mob-5) is 
78% homologous to the mda.7 gene and has been linked to wound healing (Soo et al 
1999; Zhang et al, 2000). Mob-5 was also shown to be a secreted protein and a putative 
cell surfece receptor was identified on ras transformed ceUs (Zhang et al, 2000). 
Therefore, homologues of the mda-7 gene and the secreted MDA-7 protein are expressed 
30 and secreted in various species. However, no data has emerged to show MDA-7 has 
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cytokine activity. Such activity has rammcations for the treatment ^ 
diseases and infections by promoting therapeutic immune responses or enhancmg 
immunogaiicity of an antigen. 

SUMMARY OF THE INVENTION 

5 The present invention concerns methods of purifying MDA-7 and purified MDA- 

7. as well as methods and compositions involving MDA-7 protein, or nucleic acids 
encoding MDA-7, in therapeutic and preventative therapies, as well as in diagnostic 
assays. 

AvarietyofembodimentsforpurifyingMDA-7areprovidedherein. Thepunfied 
,0 MDA-7 is human MDA-7 in some embodiments, and it may be foil-length, or it may be 
tnmcated or fragments thereof In other embodiments, the MDA-7 is from another 
species or source, such as another mammalian anunal, including mice, rats, and monkeys, 
m some embodiments, the MDA-7 is glycosylated, whereas in other embodiments the 
I^A-7 is non-glycosylated. In some cases, the MDA-7 lacks its signal sequence, and m 
15 some cases, it has a heterologous signal sequence. All these MDA-7 polypeptides can be 
purified by the methods of the invention. 

Purification methods described herein yield MDA-7 protein that has be«i purified 
to at least about 200/0, 25%, 30%, 35%, 40%. 45%. 50%, 55%, 60%. 65%. 70%. 75%. 
80% 85% 90%, 95% and up to about 100% homogeneity. Alternatively, MDA-7 protem 
20 is pu^rifi^'to at least or at most about 20%-95o/o, 30o/o-90%. 40%-80%, 50%-75o/„, 20%- 
50% 50%-70%, 50%-90%. 70%-90% and ranges in betwe^- The term '"homogeneity is 
used according to its plain and ordinary meaning to those skilled in the art of protein 
purification and is miderstood to refer to the level of purity of a particular protein. When 
used in the context of a percentage, it refers to the percent of MDA-7 protein as compared 
25 to the total amount of protdn (by molecule). The tenn ''homogeneous" is an adejective 
that ref^s to the level of homogeneity. The term "about" refers to the imprecision of 
detennining protein amounts, and is intended to include at least one standard deviation of 
enor for any particular assay or caUbration for measuring protein concentration. For 
example, if protein concentration and homogeneity is measured by gel electrophoresis 
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with coomassie gel staining, MDA-7 that has been purified to at least about 25% 
homogeneity means that the sample placed on the gel is at least 25% MDA-7, as 
compared to total protein concentration by molecule, plus or minus the standard deviation 
for a protein gel stained with coomassie dye. 

5 Furthermore, it is contemplated that a compodtion of purified MDA-7 may have 

MDA-7 protein of which 20%, 25%, 30%, 35%, 40%, 45%, 50%. 55%, 60%, 65%, 70%, 
75%, 80%, 85%, 90%, 95% and vcp to about 100% of it is active. 

In the context of a pharmacologically or phartnaceutically acceptable solution or 
composition, the reference to MDA-7 purity in terms of homogeneity refers to how much 

10 of the solution or composition is MDA-7, as compared to the protein concentration of any 
contaminating proteins, where "contaminating proteins" refers to unwanted or undesired 
proteins. The distinction is meant to exclude protein concentration due to proteins 
intentionally placed in the solution or composition such as an immunogenic polypeptide 
against which the MDA-7 is being used to elicit an immune response. 

15 hi many embodiments of the invention, purified MDA-7 protein is active. The 

term "active" generally means the purified MDA-7 protein has some actixaty of MDA-7. 
This may be qualified by percentage, and in some embodiments, the purified MDA-7 
protein is at least about 10%, 15%, 20%, 25%, 30%, 35%, 40%, 45%, 50%, 55%, 60%, 
65%, 70%, 75%, 80%, 85%, 90%, 95% and up to about 100% as active as a control 

20 MDA-7 polypeptide, by any specified assay for MDA-7 activity. Such activity may be 
defined as inchiding, but not limited to, any of the following: binding activity, fimctional 
activity (including, but not limited to, ability to induce ^ptosis, to inhibit angiogenesis 
or induce anti-angiogenesis, to bind 11^22, to activate STAT3, to modulate PKR, and to 
induce an immune response), abiUty to be post-translationaUy modified (glycosylated), 

25 ability to form proper tertiary structure, ability to be localized properly. 

Methods of purifymg MDA-7 protein involve a number of steps, which may be 
used separately or in combination with one anotiier. MDA-7 can be purified firom cells 
that express recombinant MDA-7 or non-recombinant MDA-7 (for example, from an 
endogenous MDA-7-expressing genomic gene). With ceUs expressing recombinant 

30 MDA-7, the host cell type will play a lole in whether the MDA-7 is post-translationally 
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^.xfified. In specific cmbodtocots. eukar^c cells to, allo» fl.e MDA-7 to be 
glycosylated are employed as host cells or cell somces for MDA-7 proreta. Tlos, a,e cell 
may be eukaryotic or prokaryotic. a«d i, specifically is contemplated ,o be a manunahan. 
ta^ct, bacterial, hmnan. or ftngal ceU. In some embodiments, a cell extract or 
^atant comprismg MDA-7 proteh. is prepared and subjected to diff«ent purificaUon 
Steps, including chromatography. 

The MDA-7 that is purified may be the secreted form of the protein, which 
corresponds to amino acids 49-206 of the full-length protein, identified as SEQ ID N0:2. 
Alternatively, the purified MDA-7 may be full length, or it may have one or more 
heterologous amino acid regions, such as a heterologous N-temnnal region or a 
heterologous signal sequence. Moreover, the protein may be glycosylated. Glycosylation 
of MDA-7 may occur at different positions and to different extents. It is contemplated 
that the purified MDA-7 may not be unifomily glycosylated. Furthemiore. it is 
contemplated that the MDA-7 may be purified as part of a complex, such as a dmier. 

m specific embodiments. afBnity chromatography is employed, m methods of the 
invention, affinity chromatography involves an anti-MDA-7 antibody. The use of 
monoclonal and polyclonal antibodies agamst MDA-7 are specificaUy contemplated. 
More than one monoclonal or polyclonal antibody may be employed, and the use ofboth 

polyclonal and monoclonal antibodies at the same time is contemplated. Affimty 
chromatography, in o^er embodiments, involves an affinity between MDA-7 and oth^ 
^^olecules ti.at are not protein-sequenced-based. Lectin, which binds glycosylated 
molecules, is employed in some aspects of the invention. The molecule that is the basrs 
for the affinity with MDA-7 is complexed. in some cases, to a resin, which can be a non- 
reacting material, such as sepharose. A column of the affinity resin can be made, 
accordingtosomeembodimentsoftheinvention. A cell extract or supernatant, can be 
passed over the resin as part of methods of the invention. M some embodiments, after 
affinity chromatography involving antibodies, the emiched or purified protein is exposed 
to Protein A. which bmds any contaminating antibodies. Hie Protein A may be 
complexed or attached to a non-reacting structure such as a column or beads, so that It 

can be separated from the enriched or purified MDA-7 thereafter. 
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Other types of chromatography that may be employed are ion-exchange, 
particularly anion exchange. Furthermore, chromatography includes non-reacting 
purification processes, such as size exclusion chromatography. Size exclusion is 
contemplated to include, but not be limited to, gel electrophoresis, use of beads in a 
column for size exclusion, or any other type of non-reacting physical structure to 
distinguish molecule size, hi some cases, at least one, two , three, four, five, or more 
different types of purification steps are employed. It is specifically contemplated that 
affinity chromatography be combined with anion exchange chromatography to purify 
MDA-7. hi fiirther embodimaits, size exclusion chromatography is additionally 
employed, hi one embodiment, a sample is subjected to affinity chromatography, size 
exclusion chromatography, then anion exchange chromatography. After each 
chromatographic procedure, protein carrier may be added to the sample, and/or the 
sample may be subjected to dialysis or size exclusion procedures. Depending on the type 
of purification process used, in some embodiments, the process is chosen to include or 
exclude polypeptides that bind MDA-7, such as the IL-22 or IL-20 receptors or PKR. 
Thus, it is specifically contemplated that the purification methods of the invention can be 
used to purify MDA-7 monomers, MDA-7 complexes— with or without glycosylation, 
and protems that directly or indirectly bind MDA-7 (monomers or as a complex). 

hi specific embodimraits, a protein carrier is added before, during or after 
chromatography is performed. The protein carrier may be added to a cell extract or 
supernatant prior to any chromatography or other enrichment step. In some cases, the 
earner is added after R/IDA-7 is eluted firom a colunm to stabilize it In certain 
embodiments, the protein carrier is albumin. Albumin may be fixMn one of a varietj' of 
sources, including humans, hi some embodiments, the albumin is BSA. Furthramore, the 
protein carrier may be removed during subsequent steps of a purification process. 

During chromatographic procedures, including anion exchange and afiBnity 
diromatography, salt gradients may be employed. Salt solutions may be employed, in 
some embodiments of the invention, at concentrations of 0.05, 0.1, 0.15, 0.20, 0.25, 0.30. 
0.35, 0.40, 0.45, 0.50, 0.55, 0.60, 0.65, 0.70, 0.75, 0.80, 0.85, 0.90, 0.95, 1.00, 1.05, 1.10, 
1.15, 1.20. 1.25 M or more and in increments of up to about 0.005, 0.010, 0.015, 0.020, 
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0 025 0.030, 0.035. 0.040, 0.045. 0.050. 0.055, 0.060, 0.065. 0.070. 0.075. 0.080, 0.085, 
0 090 0 095, 0.100, 0.200, 0.300, 0.400. 0.500 M or more between fractions. In some 
embc^ents. anion exchange chromatography involves a step gradient of salt up to a 
concentration of 1.0 M. In further embodiments, the MDA-7 protein is eluted from a 
column or other physical structure in a solution with a salt concentration of about 0.9 M 
tolOM ThesaltusedisNaClisspecificembodimentsoftheinvention. 

During chromatography procedures, there may be one or more washing steps. In 
some cases, a resin is washed after it is contacted with a cell extract or supernatant that 
has MDA-7 protein. Wash solution may comprise a buffer and have a salt concentration 
of at most about 0.05. 0.1, 0.15, 0.20. 0.25, 0.30. 0.35, 0.40. 0.45, 0.50. 0.55, 0.60, 0.65, 
070 0 75,0.80.0.85,0.90,0.95, l.OOMor lower. After the wash steps, an elution step 
n,ay follow. In some embodiments, a solution having 1 M salt or more and a pH below 
5.0 is employed. The elutioii solution may have a pH of at most about 5.0, 4.5, 4.0, 3.5. 

3.0 or below. , ^. * r 

After elution. a neutralization step can follow, according to some embodmients of 

the invention. NeutraKzation involves, in specific embodiments, a buffer. 

The invention includes compositions that contain MDA-7 protein that has been 
purified accordingtoanymeftodoftheinvention. Purified MDA-7 protein, as descrrbed 

above, is considered part of to invention. 

Also included as part of to invertion is the nse of purified MDA-7. In some 
™bodin»n.., tor. are metods for inhibiting angiogenesis in a patient con-prtsmg 
,dnnnis.ering ,o to patien, »a effective amount of a . phanna^cally accept*!, 
composition comprising purified MDA-7 protein, herein to protein is »=tive and a. 

least about 80% homogeneous. 

In other «nbodiments, tore are methods for treating a cancer patient con^r-smg 
administering to to patient a. effective amount of a phannaceuticaBy accept*!, 
composition comprising purified MDA-7 protein, therein to protein is active and at 
least about 80% homog«,eous. In additional embodiments, metods also inctade 
subjecting to patt^t to radioti>erapy or chemotherapy. It is specifically contemplated 
, ti^ cancer patients who have cancers involving epitoHal cancer cells or who have 
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melanomas can benefit from methods of the invention. Endothelial cells express a 
receptor to which MDA-7 binds. Combining radiotherapy and MDA-7 administration 
results in apoptosis of tumor-associated endothelium. Thus the treatment of human 
tumors with MDA-7 is not limited to those tumors whose cells express a MDA-7 
receptor. Furthermore, patients with leukemias or lymphomas whose cancer cells express 
a receptor for MDA-7 can also benefit from MDA-7 administration. 

Moreover, the present invention concerns methods for inducing an immune 
response against an immunogenic molecule in a patient comprising administering to the 
patient the immunogenic molecule and a phaimaceutically acceptable composition 
comprising purified MDA-7 protein, wherein the protein is active and at least about 80% 
homogeneous. The term "homogeneous" refers to the extent to which MDA-7 protein 
has been purified to homogeneity. As discussed above, the composition may contain 
other proteins that are desired and not considered contaminants, such that they do not 
affect any reference to the extent of MDA-7 purity, hi fiirther embodiments of the 
invention, the immunogenic molecule against which an immune response in the patient is 
desired is a viral, microbial, fimgal, or tumor antigen. In additional embodiments, 
interferon is administered to the patient. The interferon may be IFN-a, IFN-p, IFN-y, or 
the lambda IFNs. In fiirther embodiments, a cytokine or other immune stimulating 
molecule is administered to the patiait 

Another method of the invention concerns the use of MDA-7 protein to induce 
anti-angiogenesis of a tumor. Tumors become vascularized and angiogoiesis is induced 
around the tumor. The present invention uses K4DA-7 polypeptide to inhibit or reverse 
that process by iiiducing anti-angiogenesis. The phrase "inducing anti-angiogenesis" 
refers to a reversal or inhibition of vascularization or to inhibition of angiogenesis Aat 
has already begun, hi some embodiments, a patient with a tumor is administered an 
effective amount of an MDA-7 polypeptide to bind the ^-22 receptor on IL-22-receptor 
positive cells and induce anti-angiogenesis of the tumor. IL-22 receptor-positive cells are 
cells that express IL-22 receptor, which binds MDA-7, on their surface. Thus, in some 
embodiments, the IL-22 receptor-positive cells of the patient are given an effective 
amount of MDA-7. hi fiirther embodiments, the IL-22 receptor-positive cells are 
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endothelial cells. Therefore, it is contemplated that endothelial cells in the patient maybe 
given MDA-7 polypeptides. Fulhennore, these cells do not need to be adjacent 
("abutting" or "next to") to the tumor or to tumor cells. It is contemplated that they may 
be remote (not adjacent) with respect to the tumor. Moreover, in some embodiments, the 
MDA-7 polypeptide is the secreted form MDA-7 and is glycosylated. 

The present invention also includes methods and compositions related to the 
multiple administration, temporally and/or spatially, of MDA-7 to a cancer patient, 
including a patient with a tamor. Therefore, in some embodiments of the invention, there 
are methods of treating a patient with a tumor comprising injecting into a first site m the 
tumor a pharmaceutically acceptable composition comprising either i) an MDA-7 
polypeptide or ii) an adenovirus vector comprising a nucleic acid, under the control of a 
promoter, encoding MDA-7; and injecting the composition into a second site m the 
tumor. It is contemplated that the patient may be given a composition comprising MDA-7 
protem or a nucleic acid encodmg MDA-7 at least, at most, or the following number: 1 . 2, 
3 4. 5. 6, 7. 8, 9, 10. 11, 12, 13, 14. 15, 16, 17, 18, 19, 20, or more times. Thus, there may 
be. be at least or be at most, 1, 2, 3. 4, 5, 6, 7, 8, 9. 10, 11. 12, 13. 14, 15, 16, 17, 18. 19, 
20 injection sites within the tumor at whidi point an MDA-7 composition (referring to a 
composition comprising MDA.7 protein or anucleic acid encoding MDA-7 protein) may 
be mjected. An "mjecticm site" refers to the point at which a needle or other puncturmg 
device makes contact with the patient. The sites of injection may be, be at least, or be at 
most, ^^athin 1, 2. 3, 4. 5, 6. 7, 8, % 10, 11. 12, 13. 14. 15. 16, 17, 18, 19. 20, 21. 22, 23. 
24 25. 26, 27. 28, 29, 30, 31, 32, 33, 34. 35, 36, 37, 38, 39, 40. 41, 42, 43. 44-. 45, 46, 47, 
48, 49. 50, 51. 52, 53. 54. 55. 56, 57, 58, 59, 60, 61. 62, 63, 64, 65. 66, 67. 68. 69. 70, 71. 
72, 73, 74, 75, 76. 77, 78, 79, 80, 81, 82, 83, 84, 85, 86, 87, 88, 89. 90, 91, 92. 93. 94, 95. 
96, 97, 98. 99, 100, 105, 1 10, 115. 120, 125, 130, 135, 140, 145, 150, 155. 160. 165. 170. 
175, 180. 185. 190. 200 milhmeters or more of each other, either along a surfece of a 
tumor or alonL any plane of the tumor. It is specifically contemplated that when more 
than one injection is given, that two or more or aU of the injections may be evenly spaced 
with respect to one another. 
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It is contemplated that the MDA-7 composition may also be injected outside the 
tumor, such as in the periphery. In some embodiments, the composition is injected within 
24, 20, 16, 12, 8, 4, or 2 millimeters of the tumor. 

Jn some embodiments of the invention, an injection is given at one time, and a 
subsequent injection is given as soon as the first one has been done. Alternatively, some 
time may elapse between injection. Therefore, it is contemplated that a subsequent 
injection may be given within, be given within at least, or be given within at most 1, 2, 3, 
4, 5, 6, 7, 8, 9, 10, 11, 12, 13, 14, 15, 16, 17, 18, 19, 20, 21, 22, 23, 24, 25, 26, 27, 28, 29, 
30, 31, 32, 33, 34, 35, 36, 37, 38, 39, 40, 41, 42, 43, 44, 45, 46, 47, 48, 49, 50, 51, 52, 53, 
54, 55, 56, 57, 58, 59, 60 minutes or 1, 2, 3, 4, 5, 6, 7, 8, 9, 10, 11, 2, 13, 14, 15, 16, 17, 
18, 19, 20, 21, 22, 23, 24 hours or 1, 2, 3, 4, 5, 6, 7, 8, 9, 10, 11, 12, 13, 14, 15, 16, 17, 
18, 19, 20, 21, 22, 23, 24, 25, 26, 27, 28, 29, 30, 31 days or 1, 2, 3, 4, 5 weeks, or 1, 2, 3, 
4, 5, 6, 7, 8, 9, 10, 1 1, 12 or more months of the previous injection. 

Fiutheraiore, the invention includes combination therapy strategies, including the 
use of one or more chemotherapeutics, radiotherapy, gene therapy, , and/or 
immunotherapy. 

It will be understood that purified MDA-7 may be purified from eukaryotic cells 
or prokaiyotic cells, unless otherwise specified. Jn some cases, the MDA-7 is purified 
firom a prokaryotic cell transfected with an MDA-7 encoding nucleic acid. In those 
circumstances, the MDA-7 will not be glycosylated but can still be utilized in some 
methods of the invention. In other embodiments, it is specifically contemplated that the 
MDA-7 is purified firom a eukaryotic, and in some cases, a mammalian cell. In particular 
embodiments, the MDA-7 is purified firom a mouse, rat, monkey, hamster, or human cell. 
The MDA-7 may be endogenously produced or exogenously produced in those cells. 

Other methods of the invention include using purified MDA-7 as a treatment for a 
hyperproKferative disease, particularly cancer. Thus, in some embodiments of the 
invention, there are methods of treating cancer in a patient involving administering to the 
patient an effective amount of a pharmaceutically acceptable composition comprising 
purified MDA-7 protein that has been purified to a certain percentage homogeneity and is 
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active. The percentage of homogeneity that can be used as part of the method include any 
of the percentages described herein. 

In further ^bodiments of the invention, the patient is also exposed to 
radiotherapy. The invention specifically includes methods involving the radiosensitization 
5 of a cell. The temi "radiosensitization" refers to rendering a cell more sensitive to 
radiation. Thus, radiosensitization of a cell prior to radiation treatment increases its 
susceptibility to radiation than a cell that has not been radiosensitized prior to radiation 
treatment Thus, in some embodiments of the invention there are methods for 
radiosensitizing a cell using MDA-7. 

10 Radiotherapy, which is a well known cancer treatment, can be given to the patient 

before or after administration of purified MDA-7 protein. It is contemplated that the 
patient may be exposed to at least one course of radiotherapy within, within at least, or 
within at most 5, 10, 15, 20, 25, 30, 35, 40, 45, 50, 55 minutes or 1, 2, 3, 4, 5, 6, 7, 8, 9, 
10, 11, 12, 13, 14, 15, 16, 17, 18, 19, 20, 21, 22, 23, 24, 30, 36, 42, 48, 54, 60, 66, 72, 78, 

15 86, 84, 90, 96, 102, 108, 114, 120, 126, 130, 136, 142 hours, or 1, 2, 3, 4, 5, 6, 7 days, or 
1, 2, 3, 4, 5, 6, 7, 8, 9, 10, 11, 12 weeks or more, or a combination thereof, of the time 
that the patient is administered a dose of purified MDA-7 protein. In specific 
embodiments, the patient is exposed to radiotherapy within 96 hours of receiving a dose 
of purified MDA-7 protein ther^y. It is contenq)Iated that multiple administrations or 

20 courses of therapy with respect to radiotherapy, MDA-7 protein, or both may be given to 
the patient. It is contemplated that any cancer or cancer cell discussed herein may be 
treated with purified R4DA-7 protein and/or radiotherapy. In specific embodiments, the 
cancer being treated is of pancreatic origin or the cancer is a melanoma. It is specifically 
contemplated that purified MDA-7 protein may be given to noncancerous cells that are 

25 adjacent or located near cancer or tumor cells. 

In particular embodiments, methods include radiosensitizing a cancer cell 
comprising administering to the cell an effective amount of an adenovirus vector 
comprising a nucleic acid encoding MDA-7, wherein the nucleic acid is under the control 
of a promoter operable in the cell. Other vectors may be used as well. Furthermore, as 

30 with any other method of tihe invention, purified MDA-7 may be administered instead of 
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an expression construct that encodes an MDA-7 polypeptide, or vice versa. It is 
specifically contemplated that the cancer cell may be an epitheUal cell, or any other 

cancer cell described herein. 

The invention further concerns methods involving an MDA-7-encoding 
polynucleotide, expression construct or vector that is complexed with protamine. 
Protamine is a charged molecule that can be in a composition with an MDA-7 nucleic 
acid molecule or it can be complexed with it 

Other methods of the invention include methods for treating a cancer cell in a 
subject or a cancer patient by administering both tamoxifen and either purified MDA-7 
protein or an adenovirus vector comprising a nucleic acid encoding MDA-7 under the . 
control of a promoter. Tamoxifen may be given at the same time as the MDA-7 protein or 
adenovirus vector is administered, or it may be given before or after then. It is 
contemplated that tamoxifen may be given to the patient or subject within, within at least, 
or within at most 5, 10, 15, 20, 25, 30, 35, 40. 45. 50, 55 minutes or 1, 2, 3, 4. 5, 6, 7, 8, 
9, 10, 11, 12, 13, 14, 15. 16, 17, 18, 19, 20, 21, 22, 23, 24, 30, 36, 42, 48, 54, 60, 66, 72, 
78, 86, 84, 90, 96, 102, 108, 114, 120, 126, 130, 136, 142 hours, or 1, 2, 3, 4, 5, 6, 7 days, 
or 1, 2, 3, 4, 5, 6, 7, 8, 9, 10, 11, 12 weeks or more, or a combination thereof, of the time 
that the patient is administered a dose of purified MDA-7 protein or the adenovirus 
vector. 

Additional embodiments of the invention include methods for inducing STAT3 
activation in a ceU comprising administering to the cell an effective amount of purified 
MDA-7 protein that has been purified to a certain pCTcentage homogeneity and is active. 
The percentage of homogeneity that can be used as part of the method include any of the 
percentages described herein. The phrase "STAT3 activation" refers to provoking the 
25 activity of a STAT3 polypeptide. It is contemplated that STAT3 activation can be 
detected using methods described in the Examples section herein. 

Other methods of the invention concem the use of MDA-7 to inhibit smooth 
muscle cells. Therefore, in some embodiments, there are methods of inhibiting a smooth 
muscle cell comprising administering to the cell an effective amount of a composition 
30 comprising either a purified MDA-7 protein or an adenovirus vector comprising a nucleic 
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add encoding MDA-7 under the control of a promoter. Inhibiting a smooth muscle cell 
includes inducing the cell to undergo apoptosis or inhibiting its migration. 

The present invention forther concerns methods of treating cancer or a cancer cell 
in a patient comprising administering an NF-kB inhibitor and a composition compnsmg 
dther a purified MDA-7 protein or an adenovirus vector comprising a nucleic acd 
encoding MDA-7 under the control of a promoter. An NF-kB inhibitor refers to a 
substance that mhibits the expression or activity of NF-kB. In some embodiments, the 
NF-kB inhibitor is Sulindac. In other embodiments the NF-kB inhibitor is I-kB protem or 
a vector comprising a nucleic add encoding I-kB. It is spedfically contemplated that the 
patient may be administered a single vector encoding both MDA.7 and the NF-kB 
inhibitor or they may be provided for by separate vectors. Similarly, the patient may be 
administered a single composition comprising one or more vectors and/or one or more 

proteins. . * i. ^ 

Methods of the invention also include treatment of cancer involvmg the charged 
niolecule protamine. In some embodiments, the invention concerns methods of treatmg 
cancer comprising administering to a cancer patient an effective amount of a vu^ 
composition comprising: (a) a protamine molecule; and (b) an expression construct 
comprising a nucldc add encoding a human MDA-7 polypeptide under the control of a 
promoter. It is contemplated that the protamine molecule is complexed to the expression 
construct in some embodiments of the invention. Viral compositions may compnses a 
ratio of about 10«. 10^ 10'», lO". 10>^ 10'^ lO". lO'^ or more viral particles to about 10, 
.0 30 40.50,60,70,80,90,100,120,140,160,180,200,220,240,260,280,300,320. 

340 360, 380. 400, 420, 440, 460, 480, 500, 520, 540, 560, 580, 600, 620, 640, 660, 680, 
70o' 720 740. 760. 780, 800. 820. 840, 860, 880, 900, 920, 940, 960. 980, 1000 or more 
protamine. In specie embodiments, the viral compodtion comprises a ratio of about 
10'» or 10" viral particles to about 100 (ig protamine, about 200 Mg protamine, or about 
300 pig protamine. 

I, is contemplated that the MDA-7 peptide or polypeptide eniployed in meflKKb 
and c«nposi«on» of the tovenHon n,ay con>prise at least 10, 20, 30. 40, 50. 60. 70. 80. 
> 90 100. 110. 120, 130. 140. 150. 156. 157. 160. 170. 180. 190. 200 or 206 condguons 
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amino acids of SEQ ID NO:2 or comprise all of SEQ ID NO:2. The recombinant MDA-7 
polypeptide may be modified, or it may be truncated at either end. In some embodiments 
of the invention, the MDA-7 polypeptide comprises amino acids 49 to 206, 75 to 206, or 
100 to 206 of SEQ ID NO:2. The secreted form of MDA-7 has amino acids 49 to 206 of 
5 SEQ ID NO:2, but the first 48 amino acids are absent, and it is specifically contemplated 

that the secreted form qualifies as "the MDA-7 polypeptide" and may be used in any 
composition or method of the invention. Alternatively, an MDA-7 amino acid sequence 
may include a heterologous amino acid sequence, such as a secretory sigaal. In some 
embodiments, the secretory signal is a positively charged N-tenninal region that has a 
10 hydrophobic core. In other embodiments, the secretory signal targets MDA-7, or a 
truncation thereof, to the endoplasmic reticulum or mitochondria. 

Expression constructs may be viral or nonviral vectors. Viral vectors that are 
considered part of the invention include, but are not limited to, adenovirus, adeno- 
associated virus, herpesvirus, retrovirus (including lentiviruses), polyoma virus, or 

15 vaccinia virus. 

Cancer cells that may be treated by methods and compositions of the invention 
include cells from the bladder, blood, bone, bone manow, brain, breast, colon, esophagus, 
gastrointestine, gum, head, kidney, liver, lung, nasopharynx, neck, ovar^', prostate, skin, 
stomach, testis, tongue, or uterus. In addition, the cancer may specificaUy be of the 

20 following histological type, though it is not limited to these: neoplasm, mafignant; 
carcinoma; carcinoma, undifferentiated; giant and ^indle cell carcinoma; smaU ceU 
carcinoma; papillary carcinoma; squamous cell carcinoma; lymphoepithelial carcinoma; 
basal cell carcinoma; pilomatrix carcinoma; transitional cell carcinoma; p^jiUary 
transitional cell carcinoma; adenocarcinoma; gastrinoma, malignant; cholangiocarcinoma; 

25 hepatocellular carcinoma; combined hepatocellular carcinoma and cholangiocarcinoma; 
trabecular adenocarcinoma; adenoid cystic carcinoma; adenocarcinoma in adenomatous 
polyp; adenocarcinoma, familial polyposis coli; solid carcinoma; carcinoid tumor, 
malignant; branchiolo-alveolar adenocarcinoma; p^illaiy adenocarcinoma; chromophobe 
carcinoma; acidophil carcinoma; oxyphilic adenocarcinoma; basophil carcinoma; clear 

30 cell adenocarcinoma; granular cell carcinoma; foUicular adenocarcinoma; papillary and 
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follicular adenocarcinoma; nonencapsulating sclerosing carcinoma; adrenal cortical 
carcinoma; endometroid carcinoma; skin appendage carcinoma; apocrine 
adenocarcinoma; sebaceous adenocarcinoma; ceruminous adenocarcinoma; 
mucoepidemioid carcinoma; cystadenocarcinoma; papillary cystadenocarcinoma; 
papillary serous cystadenocarcinoma; mucinous cystadenocarcinoma; mucinous 
adenocarcinoma; signet ring cell carcinoma; infiltrating duct carcinoma meduUary 
carcinoma; lobular carcinoma; inflammatory carcinoma; pagefs disease, mammary; 
acinar cell carcinoma; adenosquamous carcinoma; adenocarcinoma w/squamous 
metaplasia; thymoma, malignant; ovarian stromal tmnor, malignant; thecoma, malignant; 
granulosa cell tumor, malignant; androblastoma, mahgnant; Sertoli cell carcinoma; leydig 
cell tumor, mahgnant; Kpid cell tumor, mahgnant; paraganghoma, malignant; extra- 
mammary paraganghoma, malignant; pheochromocytoma; glomangiosarcoma; malignant 
melanoma; amelanotic melanoma; superficial spreading melanoma; mahg melanoma in 
giant pigmented nevus; epitheKoid ceU melanoma; blue nevus, mahgnant; sarcoma; 
fibrosarcoma; fibrous histiocytoma, malignant; myxosarcoma; hposarcoma; 
leiomyosarcoma; rhabdomyosarcoma; embryonal rhabdomyosarcoma; alveolar 
rhabdomyosarcoma; stromal sarcoma; mixed tmnor, malignant; mullerian mixed tumor; 
nephroblastoma; hepatoblastoma; carcinosarcoma; mesenchymoma, mahgnant; brenner 
tmnor, malignant; phyllodes tumor, malignant; synovial sarcoma; mesotheUoma, 
malignant; dysgerminoma; embryonal carcinoma; teratoma, maHgnant; strmna ovarii, 
malignant; choriocarcinoma; mesonephroma, mahgnant; hemangiosaicoma; 
hemaiigioendotheUoma, malignant; kaposi's sarcoma; hemangiopericytoma, malignant; 
lymphangiosarcoma; osteosarcoma; juxtacortical osteosarcoma; chondrosarcoma; 
chondroblastoma, mahgnant; mesenchymal chondrosarcoma; giant cell tmnor of bone; 
ewing's sarcoma; odontogenic tmnor, mahgnant; ameloblastic odontosaicoma; 
ameloblastoma, malignant; ameloblastic fibrosarcoma; pinealoma, mahgnant; chordoma; 
ghoma, mahgnant; ependymoma astrocytoma; protoplasmic astrocytoma; fibrillary 
astrocytoma; astroblastoma; glioblastoma; ohgodendroghoma; ohgodendroblastoma; 
primitive neuroectodermal; cerebellar sarcoma; ganglioneuroblastoma; neuroblastoma; 
retinoblastoma; olfactory neurogenic tumor, meningioma, malignant; neurofibrosarcoma; 
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neurilemmoma, malignant; granular cell tumor, malignant; malignant lymphoma; 
hodgkin's disease; hodgkin's; paragranuloma; malignant lymphoma, small lymphocytic; 
malignant lymphoma, large cell, diffuse; malignant lymphoma, follicular; mycosis 
fungoides; other specified non-hodgkiri's lymphomas; malignant histiocytosis; multiple 
myeloma; mast cell sarcoma; inununoproliferative small intestinal disease; leukemia; 
lymphoid leukemia; plasma cell leukemia; erythroleiikemia; lymphosarcoma cell 
leukemia; myeloid leukemia; basophilic leukemia; eosinophilic leukemia; monocytic 
leukemia; mast cell leukemia; megakaryoblastic leukemia; myeloid sarcoma; and hairy 
cell leukemia. 

Compositions may be administered to a cell or a subject intravenously, 
intrademially, intraarterially, mtraperitoneally, intralesionally, mtracranially, 
intraarticularly, intraprostaticaly, intrapleurally, intratracheally, intranasally, intravitreally, 
intravaginally, intrarectally, topically, intratumorally, intramuscularly, intraperitoneally, 
subcutaneously, subconjunctival, intravesicularlly, mucosally, intrapericardially, 
intraumbilically, intraocularally, orally, topically, locally, by inhalation (e.^., aerosol 
inhalation), by injection, by infusion, by contmuous infusion, by localized perfusion 
bathing target cells direct!)', via a catheter, via a lavage, in a creme, or in a lipid 
composition. 

Other aspects of the invention serve a diagnostic or prognostic pmpose. The 
invention includes methods for evaluating progression of cancer in a subject diagnosed 
with cancer or suspected of having cancer comprising: (a) obtaining a sample ftom the 
subject; (b) measuring K4DA-7 expression in the sample of hyperproliferative tissue; (c) 
measuring iNOS expression in the sample of hyperprohferative tissue; and (d) comparing 
the level of MDA-7 expression to the level of iNOS expression. As is shown in the 
Examples, iNOS expression is higher when MDA-7 expression levels are lower or absent 
compared to the expression level of iNOS when MDA-7 expression levels are raised or 
are present at levels generally seen in a normal cell, such as a non-melanomfa skin cell. A 
relative ratio of the level of MDA-7 expression and the level of iNOS expression in a 
particular sample can be calculated as part of evaluating or diagnosing cancer. Expression 
of MDA-7 or iNOS can be determined based on protein or transcript levels, according to 
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techniques well known to those of skill in the art. Tbe ratio can be compared to standards 
or controls obtained from noncancerous cells. 

Furthermore, the ratio or levels of MDA-7 versus iNOS can be used to evaluate 
response to a cancer treatment. A reduction in iNOS expression serves as a positive 
indicator of therapy. In some embodiments, ther^y with MDA-7 is monitored. Tlaerefore, 
there are methods for measuring response to treatment of cancer in a subject, compnsmg: 
(a) obtaining a sample from the subject before and after treatment with MDA-7; and (b) 
comparing levels of iNOS expression in the samples. As discussed above, treatment with 
MDA-7 can comprise administering to the subject an effective amount of either punfied 
and active MDA-7 protein or an expression cassette comprising a nucleic acid sequence 
encoding a human MDA-7 polypeptide under the control of a promoter. 

This method is contemplated for use with a variety of cancers, but in specific 
embodiments, it applies to melanoma cancer, including metastatic melanoma cancer. A 
patient may be suspected of having cancer based on a patient interview or medical 
history, preliminary test results, or other indications/factors suggesting the patient may 

have cancer or be at risk for cancer. 

Tlie present invention also pertain to methods of treating a patient ^v-ith ovanan 
cancer Certain embodiments of the present invention pertain to methods for treating a 
patient with ovarian cancer that involve administ^ing to the patient an effective amount 
of a pharmacentically acceptable composition that includes MDA-7 protem. For 
example, the MDA-7 protein may be active and substantially purified MDA-7 protein that 
is at least about 80% homogeneous. Other embodiments pertain to methods of treatmg a 
patient with an ovarian tumor that involve injecting into a first site in the tumor an 
effective amount of a pharmaceuticany acceptable composition that inchides either i) an 
MDA-7 polypeptide or ii) an adenovirus vector comprising a nucleic acid, under the 
control of a promoter, encoding MDA-7; and injecting the composition into a second site 
in the tumor. Methods pertaining to use of adenovirus vectors that are discussed 
throughout this specification. Whenever discussed, these methods apply to compositions 
of MDA-7 for use in the treatment of ovarian cancer. 
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Other embodiments of the present invention involve methods of treating a patient 
with a tumor that involve administering to the patient an effective amount of 
pharmaceutically acceptable composition that includes an agent that induces APC 
expression in the tumor. Any agent that induces APC expression in the tumor is 
contemplated by the present invention. For example, the agent can be a small molecule, a 
nucleic acid, or a proteinaceous composition. In certain embodiments, the agait is MDA- 
7, an MDA-7 polypeptide, or an expression construct that includes a nucleic acid 
encoding an MDA-7 polypeptide. Methods pertaining to the use of expression constructs 
is discussed throughout this specification. One of skill in the art would be familiar with 
use of expression constructs, and the range of methodologies that are available in this 
regard. 

Any method of administration of the agent that induces APC expression is 
contemplated for use by the present invention. One of ordinary skill in the art would be 
familiar with the range of means available for deUvery of the agent to a patient. For 
example, the agent can be administered intravenously, intratumorally, or orally, hi some 
embodiments of the present invention, the composition is fiirther defined as a 
composition that decreases B-catenin expression in the tumor. Methods to measure ^ 
catenin expression in a tumor include any method known to those of skill in the art 
Examples of these methods are discussed elsewhere in the specification. 

In some embodiments of the present invention, the composition decreases p- 
catenin expression in a subject. For example, the decrease in B-catenin eiipression may 
be present within a tumor of a subject. 

Other embodiments of the present invention involve methods of screening for 
anticancer compounds that involve: (1) contacting a candidate substance with a first 
cancer ceU; (2) measuring APC expression in the first cancer cell; and (3) comparing 
APC expression in the first cancer cell with a second cancer cell not contacted with the 
candidate substance, wherein an increase in APC expression in the first cancer cell 
identifies the candidate substance as a candidate anticancer compound. These methods 
may or may not involve measuring B-catenin in the first and second cancer cells and 
determining whether 6-catenin expression is decreased in the first cancer cell compared to 
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the second cancer cell. The steps mvolving measurement of B-catenin expression may or 
may not be independent of the steps involving measurement of APC. Any candidate 
substance is contemplated by the present invention, and one of ordinary skill in the art 
would be famiUar with the wide range of types of candidate substances that are available. 
5 For example, the candidate substance may be a small molecule, a nucleic acid, or a 
proteinaceous composition, and may include a P-catenin libozyme. siRNA, or an 
antisense molecule. 

The present invention also inchides polypeptides comprising amino acid^ 175 to 
206 of SEQ ID NO:2 and an endoplasmic reticulum targeting sequence; The amino acid 
10 sequence of SEQ ID NO:2 is provided elsewhere in this specification- Specifically 
contemplated are polypeptides that include amino acid residue 175. 176, 177, 178, 179, 
180, 181, 182, 183, 184, 185, 186, 187, 188, 189, 190, 191, 192, 193, 194, 195, 196, 197, 
198, 199, 200, 201, 202, 203, 204. 205, and 206 of SEQ ID NO:2. It is contemplated that 
amino acids 175 to 206 of SEQ ID NO:2 are contiguous amino acid residues. 
,5 In other embodiments of the present invention, the polypeptide includes amino 

acids 150 to 206 of SEQ ID NO:2 and an endoplasmic reticulum (ER) targeting sequence, 
m further embodiments, the polypeptide includes amino acids 100 to 206 of SEQ ID 
NO:2 and an endoplasmic reticulum targeting sequence. M still further embodiments, the 
polypeptide includes amino acids 49 to 206 of SEQ ID NO:2 and an endoplasmic 
20 reticulum targeting sequence. In each of these embodiments, it is contemplated that the 
amino acids of SEQ ID NO:2 are contiguous amino acid residues. The ER targeting 
sequence is operably linked to the N-t«minal portion of a truncated MDA-7 polypeptide 
in some embodiments of the invention. ER-targeting sequences described herein and 
those known to those of skiU in the art are contemplated as aspects of the invention in the 

25 context of MDA-7 polypeptides. 

n,e embodiments of the present invention may or may not inchide an ER 
retention signal. One of ordinary skill in the art would be femihar with ER targetmg 
sequences and endoplasmic reticulum retention signals. 

nie present invention also contemplates expression cassette Aat include a nucleic 
30 acids encoding MDA-7 sequences discussed above and an ER targeting sequence. 
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Expression cassettes are discussed throughout this specification, and sections of the 
specification that discuss expression cassettes also apply to expression cassettes that 
include a nucleic acid encoding amino acids of SEQ ID NO:2. 

In addition, the present invention concerns methods for treating a patient with 
cancer that include administering to the patient an effective amount of a phaimaceutically 
acceptable composition comprising MDA-7 protein and one or more interleukins selected 
from the group consisting of IL-2. IL-7, and IL-15. Furthermore, it is contemplated that 
MDA-7 can be used in combination with other interleukins in any of the methods of the 
present invention. 

Certain interleukins have been demonstrated to have cytokine activity. Examples 
of such interleukins include IL-19, IL-20, Ib-22, and IL-26. It is contemplated that these 
interleukins with cytokine activity can replace MDA-7 in the methods of the present 
invention that pertain to methods of inhibitmg angiogenesis and methods of stimulating 

an immune response. 

The present mvention also concerns methods for inhibiting or preventing local 
invasiveness and/or metastasis of cancer in a patient, involving administering to the 
patient an effective amount of a pharmaceutically acceptable composition comprising 
MDA-7 protem, wherein the MDA-7 inhibits or prevents the local invasiveness and/or 
metastasis of the cancer. Any method of administration known to those of ordinary skill 
in the art is contemplated by the present invention. One of ordinary skill in the art would 
be able to determine whether local invasiveness and/or metastasis of the cancer has been 

prevented or inhibited. 

The present invention contemplates methods for inhibiting or preventing local 
invasiveness and/or metastasis of any type of primary cancer. For example, the primary 
cancer may be melanoma, non-small cell lung, small-ceU hmg, hmg, hepatocarcinoma, 
retinoblastoma, astrocytoma, glioblastoma, gum, tongue, leukemia, neuroblastoma, head, 
neck, breast, pancreatic, prostate, renal, bone, testicular, ovarian, mesothelioma, cervical, 
gastrointestinal, lymphoma, brain, colon, or bladder, hi certain embodiments of the 
present invention, the primary cancer is lung cancer. For example, the lung cancer may 
be non-small cell lung carcinoma. 
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M^ver. *e pr«ea. mveo«o„ c» be »3ed .c prevent cancer or .o .rea. pre- 
ca„oe«orpren>aHgaa..cem.inch„«ng™e«p.arias.d,^.a3ias.andhype,p.-33.^«^^^ 

a,, be »ed ,o tahibH undesirable bu, bedgn ceBs. such as s<r-o"S n.-pl^'^ 
dysplasia, benign prostate hyperplasia ce«s. hyperplastic lesions, and the l*e The 
pLUsion to cancer or to a nro. severe ^ o, cancer may be haUed. ^srupted. » 
aelfyed by methods of .he invention h.volving MDA-T polypeptides a». expressron 
e„„s,„,c.scon.aini„ganMDA-7encodingnucleicacid,asdiscnssedh^ 

Any method to prepare or fom,»latc MDA-7 is contemplated for mchuaon m fl» 
methods of the present invention. In certain embodiments, the MDA-7 is pnrifi^ 
according to any of me methods di^ussed above in this ^ary of the mvenhon^ For 
me JdA-7 may be pmiBed .om a ceH to at .east 30% ---«<V^ - 
„e«.!d ascnssed above, wherein a cell extract or supernatant that melees UDA^ 
pmtein is sobjeoted to affinity chromatography, wherein tbe MDA-7 is pnnfied to at leas. 
20% homogeneity and is active. 

0««r aspects of the preset mvention involve methods for tntabrtrng or 
p^^g local invasiveness and/or metastasis of career in a patient, invclvmg 
linistlg to the patient an effec«,e amount of a pbarmacenfcally accep.W 
^ositi™, that inchrdes a polynucleoHde encoding an MDA-7 poiypephde, whcrem * 
MDA-7 polypeptide inhibits or prevents the local invasiveness and/or metastas-s o U.e 
. ^.er. l cTrtL embodiments. U« po.ynuol«.tide encoding an MDA-7 polypep. e rs 
«„ded in an ..pression construct For example, the expression const™, may mc^ 
an adenovirus ve^orcomprisinganucleicacid.under,heco„rolofapromoter.enc«h„g 

the MDA-7 polypeptide. f„m«tini[ 
The present invention also encompasses odKT methods such as a method fcr treatmg 

„ microscopic residual cancer including Ore step, of iden.i«»g a patient having a r^eCable 
.^.r. Acting that tumor, and con.ac.tag the tnmor bed an MDA.7 protem or ^ 

^ «^ involves a promoter fimCional in enl^c ceBs 
plym^leodde encoding an MDA-7 polypeptide, wherein d.e polynucleot* .s under 
transcriptional control of a promoter. 
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Further methods of the present invention are methods for treating a subject having a 
tumor including the steps of surgically revealing the tumor and contacting the tumor with an 
MDA-7 polypeptide or an expression vector containing a promoter functional in eukaryotic 
cells and a polynucleotide encoding an MDA-7 polypeptide, wherein the polynucleotide is 

5 under the transcriptional control of a promoter. Alternatively, after administration of MDA- 
7 polypeptide or an MDA-7 encoding nucleic acid, all or part of a tumor may be resected. 
This form of adjunct therapy is specifically contemplated as part of the invention. 

The present invention contains yet other methods for treating a subject having a 
tumor including the step of perfusing the tumor, over an extended period of time, with an 

10 MDA-7 polypeptide or an expression vector comprising a promoter functional in 
eukaryotic cells and a polynucleotide encoding an MDA-7 polypeptide, wherein the 
polynucleotide is under the transcriptional control of a promoter. 

The use of MDA-7 as an adjunct therapy is also contemplated as part of the 
invention. This adjunct therapy may be used in combination with one or more other 

15 cancer iherapies, including, but not limited to, surgery, chemotherapy, radiotherapy, 
immunotherapy, or gene therapy. Examples include surgery and chemotherapy, surgery 
and radiation; surgery and inmnunotherapy, radiation and chemother^y; radiation and 
immunother^y; chranotherapy and immunotherapy, surgery, radiation, and 
chemothenq)y, surgery, chemotherapy and immunotherapy, etc. Furthomore, it is 

20 contemplated that the chemotherapy treatment may involve more than one 
chemotherapeutic. In some embodiments of the invention, it is specifically contemplated 
that MDA-7 (polypeptide or encoding nucleic acid) may be used with tajiotere, Herceptin, 
and Ad-mda7. This can be used quite effectively to treat breast cancer, for instance. As 
discussed above, Ad-mda7 is also contemplated for use with tamoxifen. 

25 There is also provided a method of treating a subject with recurrent cancer 

comprising (a) selecting a patient based on (i) prior treatment of cancer with surgery, or a 
radio- or chemotherapy or immunoHier^y; and (ii) recurrence of cancer subsequent to the 
treatment, and (b) administering to the patient an MDA-7 polypeptide or an expression 
construct comprising a nucleic acid segment encoding MDA-7, the segment under the 

30 control of a promoter active in a cancer cell of the patient, the expression construct 
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expressing MDA-7 in the cancer cell. A subsequent step (c) that follows step (b) of 
administering to the patient a second radio- or chemotherapy or immunotherapy session, 
whereby MDA-7 sensitizes the cancer ceU to said second radio- or chemotherapy or 
immunotherapy, thereby treating the cancer may also be provided. 

The first cancer therapy and the second second cancer therapy may be the same or 
different. The patient may be a non-human animal, or a human patient The first and/or 
second radio- or chemotherapy may be chemotherapy, such as busulfan. chlorambucil, 
cisplatinum, cyclophosphamide, dacarbazine, ifosfamide, mechlorethamine, melphalan, 
S-FU. Ara-C, fludarabine, gemcitabine, methotrexate, doxorubicin, bleomycin, 
dactinomycin, daunorubicin, idarubicin, mitomycin C, docetaxel, taxol, etoposide, 
pacUtaxel, vinblastine, vincristine, vinorelbine, camptothecin, caimustine, or lomustine. 
The first and/or second radio- or chemotherapy may be radiotherapy, such as x-rays, 
gamma rays, or microwaves. The first and/or second radio- or chemotherapy may be 
characterized as a DNA damaging therapy. Immunotherapy may involve treatment with a 
monoclonal antibody that targets a particular protein, such as herceptin (trastuzumab) , 
rituxan (rituximab), Erbitux (cetuximab), ABX-EGF, bexxar, zevalin. oncolym, 
Mylotarg, LymphoCide, or Alemtuzumab. 

The treated cancer may be brain cancer, head & neck cancer, esophageal cancer, 
tracheal cancer, Imig cancer, Uv« cancer stomach cancer, colon cancer, pancreatic cancer, 
breast cancer, cervical cancer, uterine cancer, bladder cancer, prostate cancer, testicular 
cancer, skin cancer, rectal cancer lymphoma or leukonia. 

The expression construct may be a viral expression construct, such as a retroviral 
construct, a herpesviral construct, an adenoviral construct, an adeno-assodated viral 
construct, or a vaccinia viral construct. The viral expression construct may be a 
repHcation-competent virus or adenovirus, or a replication-defective virus or adenovirus. 
Alternatively, tiie expression construct may be a non-viral expression constiiict, such as 
one tiiat is comprised within a Kpid vehicle. The promoter may be CMV IE, RSV LTR, 
p-actin, Ad-El, Ad-E2 or Ad-MLP. Other gene therapy vectors and promoters known to 
those skilled in the art may also be utilized. 
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The time period between steps (b) and (c) may be about 24 hours, about 2 days, 
about 3 days, about 7 days, about 14 days, about 1 month, about 2 months, about 3 
months, or about 6 months. Recurrence may be recurrence at a primary tumor site or a 
metastatic site. The subject may have had surgical resection prior to step (b), and/or the 

5 method may further comprise surgical resection following step (c). Administering in stqp 
(b) may be intratumoral, to a tumor vasculature, local to a tumor, regional to a tumor, or 
systemic. Administering in step (c) may be intratumoral, to a tumor vasculature, local to 
a tumor, regional to a tumor, or systemic. 

The present invention further includes methods and compositions for eliciting an 

10 immune response against MDA-7. Therefore, in some embodiments of the invention, all 
or part of an MDA-7 polypeptide or a nucleic acid encoding the same is provided to a 
subject as a vaccine. This vaccine may be used to prevent or treat any condition or 
disease involving MDA-7, including cancer. 

Also included in methods and compositions of the present invention is the use of 

15 antibodies against MDA-7, particularly antibodies that neutralize MDA-7 activity, which 
includes fliose that inhibit the binding to its receptors (such as IL-20R and IL-22R). 
Monoclonal and polyclonal antibodies, as well as humanized version thereof, can be used 
to treat inflammatory diseases, autoimmune diseases and conditions, including psoriasis, 
inflammatory bowel disease (IBD), rheumatoid arthritis, and lupus. Methods of the 

20 invention include methods of treatment that are accomplished by administering to a 
patient an eflfeclive amount of an MDA-7 antibody (also referred to as anti-MDA-7 
antibody) whereby a tlierapeutic benefit is conferred. The therapeutic benefit includes, 
but is not Innited to, reduction of number of symptoms or reduction in severity of 
symptoms, induction of remission, reduction of inflammation or characteristics of 

25 inflammation, reduction ia pain. 

It is specifically contemplated that any limitation discussed with respect to one 
embodiment of the invention may apply to any other embodiment of the invention. 
Furthermore, any composition of the invention may be used in any method of the 
invention, and any method of the mvention may be used to produce or to utilize any 

30 composition of the invention. 
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The use of the tenn "or" in the claims is used to mean "and/oi" unless explicitly 
indicated to refer to alternatives only or the alternative are mutually exclusive, although 
the disclosure supports a definition that refers to only alternatives and "and/or." 

Throughout this application, the tenn "about" is used to indicate that a value 
5 includes the standard deviation of error for the device and/or method being employed to 
determine the value. 

As used herein the specification, "a" or "an" may mean one or more, unless 
clearly indicated otherwise. As used herein in the claim(s), when used in conjunction 
with the word "comprising," the words "a" or "an" may mean one or more than one. As 
1 0 used herein "another" may mean at least a second or more. 

BRIEF DESCRIPTION OF THE FIGURES 

The following drawings form part of the present specification and are included to 
fiirther demonstrate certain aspects of the present invention. The invention may be better 
understood by reference to one or more of these drawings in combination with the 

1 5 detailed description of specific embodiments presented herein. 

FIG.IA-D. sMDA-7 inhibits «idothelial cell differentiation but not 
proliferation in vitro. HUVEC and HMVEC wctb serum starved for 24 h and plated in 2- 
well chamber sKdes containing 1 ng/ml bFGF and the indicated concentrations of sMDA- 
7 (A). Cells treated with PBS and angjostatin served as negative and positive controls, 

20 respectively. Proliferation was measured 72 h later as indicated in Example 1. (B), Lung 
tumor cells (H1299 and A549) plated in 2-well chamber sKdes were treated with the 
indicated concentrations of sDMA-7. Cells treated with PBS and Ad-mda7 served as 
negative and positive controls, respectively. Proliferation was measured 72 hours later as 
indicated in Example 1. HUVEC plated in Matrigel-coated 96-well plates were treated 

25 wifli PBS, sMDA-7 (50 ng/ml) or a preparation immunodepleted of sMDA-7 and 
observed for tube formation (C). All treatments were assayed in duphcate. sMDA-7 
completely abrogated endothehal tube formation, while immunodepletion of sMDA-7 
protein resulted in restoration of tube formation similar to those seen in PBS-treated 
control cells. Magnification, XIO. Semi-quantiative analysis of the number of endothelial 
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tubes in sMDA-7/IL-24 treated HUVEC and HMVEC showed significant (P = 0.001) 
inhibition of tube foimation by sMDA-7 in both cell types (C). Bars, SE. 

FIG. 2. sMDA-7 is more potent than endostatin in inhibiting endothelial 

cell differentiation in vitro. HUVEC were seeded in Matrigel-coated 96-well plates 

5 containing 1 ng/ml bFGF and the indicated equimolar concentrations of sMDA-7 and 
endostatin. Twenty-fours hours after treatment, plates were observed for tube foimation 
under a microscope and the number of tubes counted. CeUs treated with PBS served as 
negative control. All treatments were assayed in duplicate, and experiments were repeated 
5-6 times. sMDA-7 but not endostatin significantly (P = 0.001) inhibited endothelial tube 

1 0 formation in a dose-dependent manner with complete abrogation at concentrations higher 
than 10 ng/ml. Miibition of tube formation by endostatin was observed only at the 
highest concentration (300 ng/ml). Values are presented as the average mean of 3 

experiments. Bars, SE. 

FIG. 3. sMDA-7 inhibits endothelial cell migration. HUVEC were starved 

15 overnight in 0.5% FBS and seeded in the upper chamber of 24-well Transwell insert and 
placed in a 24-weU plate containing 100 ng/ml of VEGF and 10 ng/ml of sMDA-7. The 
number of cells that migrated to the lower chamber were counted under high-power 
magnification. SMDA-7 significantly (P = 0.001) inhibited VEGF-induced HUVEC 
migration in a 24 h period compared to ceUs treated with VEGF alone. PBS treated cells 

20 served as negative control. 

FIG.4A-D. inhibitor^' activity is not due to IFN-or and IP-10 

production by HUV-EC. HU\^C seeded in six-well plates were treated vnHh sMDA-7/IL- 
24 (10 ng/ml). Cell culture supernatant was collected at the indicated time points and 
analyzed for IFN-T (A) and IP-10 (B) by ELISA. Supernatant from HUVEC treated with 

25 IFN- y or Ad-mda? served as positive controls for IP-1 0 and IFN- y. ELISA respectively. 
Supernatant fiom PBS treated cells served as negative control. All treatments were 
assayed in quadrupUcate. (C), HUVEC seeded in Matrigel coated 96-well plates were 
treated with equimolar concentrations of sMDA-7, DFN-t or IP-10 and analyzed for tube 
formation. The inhibitory activity was detennined by counting the number of tubes. 

30 sMDA7 significantly (P=0.01) inhibited tube foimation at low concentrations compared 
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to IFN-7 or IP-10. fahibitory activity for IFN-7 or IP-10 was observed only at high 
concentrations. (C). The inhibitory activity was determined by counting the nnmber of 
tubes. sMDA-7 significantly (P = 0.01) inhibited tube formation at low concentrations 
compared to IFN-7 or IP-10. Inhibitoiy activity for IFN-7 or IP-10 was observed only at 
5 high concentrations. D, HUVEC pretreated with anti-IP-10 or anti-IFN-7 neutralizing 
antibody were seeded in Matrigen coated 96-well plates and treated with sMDA-7 and 
analyzed for tube formation. sMDA-7 significantly (P=0.001) mhibited tube formation. 
Bars, SE. 

FIG. 5. sMDA-7 inhibits endothehal cell differentiation via the IL-22R1. 

10 HUVEC were either untreated or treated with two different concentrations of IL-22R1 
blocking antibody for 24 h prior to seeding in Matrigel-coated 96-well plates that 
contained PBS, or the indicated concentrations of sMDA-7, endostatin, or IP-10. The 
next day the cells were examined for tube formation under bright-field microscopy and 
quantitated. Tube fonnation was inhibited in sMDA-7/IL-24-treated HUVEC but not in 
15 PBS- treated control cells (A). However, in the presence of 1L-22R1 blocking antibody 
the inhftitory effect of sMDA-7 on HUVEC tube fomiation was abrogated in a dose- 
dependent manner. Endostatin or IP-10 inhftited tube fonnation of HUVEC pretreated 
with IL-22R1 antibody (B). Bars. SE. 

FIG. 6A-E. In vivo studies of autogenesis and tumor growth. sMDA-7 (12.5 
20 ng) encapsulated in Matrigel containing 60 ng of bFGF was inq>lanted subcutaneously 
into athjTOic nude mice. Matrigel that contained bFGF only served as positive control, 
and Matrigel that contained PBS sensed as negative control. After 10 days, Matrigel was 
harvested and analyzed for hemoglobin levels as described m Example 1. A significant (P 
= 0.0001) reduction in hemoglobin level was observed in Matrigel containing sMDA- 
25 7/IL-24 compared with controls (A). Measurement of subcutaneous tumors grown by 
implanting an equal mixtoire (1:1) of A549 tumor cells with parental 293 cells or 293- 
mda-7 cells in nude mice (B). Significant growth inhibition was observed in tumors that 
contained 293-mda-7 cells compared to tumors that contained parental 293 cells {P = 
0.001) (B). Each time point represents the mean tumor volume for each groi4>. Bars 
30 represent standard OTor. MDA-7 protein expression was detected by western blot analysis 
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in tumor tissues contaimng 293-mda-7 cells compared with tumors contaimng parental 
293 cells. At the end of the experiment, tumors were harvested and analyzed. 
Hemoglobin level in tumor samples from animals that contained 293-mda-7 cells was 
lower than it was in tumor samples from animals that contained parental 293 cells (C). 
Subcutaneous tumors were estabUshed by injecting A549 tumors cells in the lower right 
flank (P). When the tumors were palpable, animals were implanted with Matrigel- 
encapsulated parental 293 cells or with Matrigel-encapsulated 293-mda-7 cells into the 
upper right flank of each mouse. Tumor growth was measured using calipers. Tumor 
growth was inhibited significantly more in tumors treated with 293-mda-7 cells than it 
was in tumors treated with 293 cells (P = 0.001). Each time point represents the mean 
tumor volume for each group. Bars represent standard error. Semi-quantitative analysis 
of tumor tissues for CD31 staining showed significant reduction in microvessel density in 
tumors treated with 293-mda-7 compared to tumors treated with parental 293 cells (E). 
Bars, SE. 

FIG. 7. Study design of Phase I dose-escalating clinical trial wherein mda- 

7 was administered via intratumoral injection to patients with advanced carcinoma using 
a non-repKcating ad«ioviral construct (Ad-i7«/a7). Study design demonstrates number of 
patients, viral dose, and biopsy time per cohort. 

FIG. 8. Bar graph demonstrating number of DNA copies/ftg DNA vs. 
hours after intratumoral injection. Within 24 hours of injection there is a dose-dependent 
increase in protein expression, which demonstrates a decrease by 96 hours 

FIG. 9. Chart of patiait results demonstrating that apoptosis by TUNEL 
staining was most intense in the center of the lesions. Sections in the periphery of the 
lesions demonstrated a heightened TUNEL reaction comparied with uninjected lesions. 

FIG. 10 Graphic representation of kinetics of serum cytokine response to 
Ad-/»rffl7, demonstrating % increase of serum cytokines vs. days post treatment Results 
demonstrate a transient increase in serum cytokines following intratumoral injection of 
Ad-mda7. 
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FIG. 11. Sierum cytokine response to intratumoral A&-mda7 treatment per 
cohort. A majority of patients demonstrated transient increase in systemic cytokines (IL- 
6, BL-IO, IFN7, TNFo. GM-CSF). 

FIG. 12. Level of increased CD8+ T cell frequency in patients who received 
intratumoral AA-mda7. CD3+ CD8+ T cells were increased by 30 ± 13% at day 15 
following wrfa 7 treatment. 

FIG. 13. hicrease in peripheral blood C3D8+ cells following intratumoral 

AA-mda7 injection in subjects. 

FIG. 14. One step anion exchange purification of MDA-7. Each peak, (1, 2, 
3, 4) from the anion exchange column contains MDA-7 detected by polyclonal anti- 

MDA-7 on western blot. 

FIG. 15. Comparison of retention time to molecular weight. MDA-7 

complex elutes between 85-95 kDa. 

FIG. 16. MDA-7 overexpression inhibits cellular proliferation. Tumor cells 
15 (DU 145, LNCaP, and PC-3) and normal cells (PrEC) were treated with PBS, treated with 
Ad-hic or treated with AA-mda? and analyzed for MDA-7 expression or ceU viability at 
various time points. Measurement of cellular proUferation of tumor and normal cells 
after treatment viath PBS, Ad-hic and Ad-mda7. Values are represented as the mean of 
triplicates. Statistical significance was set as P = < 0.05. Error bars denote standard eiror 

20 (Se;. 

FIG. 17. MDA-7 expression induces apoptosis in tumor cells but not in 
normal ceUs. Tumor cells (DU 145, LNCaP, and PC-3) and normal epitheUal cells 
(PrEC) treated with PBS, Ad-h4C or Ad-mda7 were han^ested 72 h after treatment and 
analyzed for cells in sub-GO/Gl phase by flow cytometry. Twenty thousand events were 

25 captured for each treatment; and the data represented as histograms. Data are the average 
of triplicate values. Bars denote standard error (SB). 

FIG. 18. Induction of G2 cell-cycle arrest by MDA-7. Tumor cells (DU 1 45, 
LNCaP, and PC-3) and normal cells (PrEQ were treated with PBS, Ad-/«c, or Ad-mda7. 
Cells were harvested 72 h after treatment, and cell-cycle analysis was performed usmg 

30 flow cytometry. Twenty thousand events were c^tured for each treatment and the data 
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shown as histograms. Y-axis represents the number of cells and X-axis represents the 
cell-cycle phase. Data are the average of duplicate experiments. Bars denote standard 
error (SB). 

FIGS. 19A-D- Radiosensitization by hArmdal determined on the basis of 
clonogenic survival assays. Vector concentrations used for AA-mda7 and KA-luc were 
1000 vp/ceU for the A549 cell line (A); 250 for the H1299 cell line (B) and 1500 for the 
CCD-16 (C) and MRC-9 (D) cell lines. Radiation was given 48 hours after transfection. 
Each data point represents the average of three independent experiments. Symbols 
represent mock infection, (closed diamond); A^mda7, (closed square); and Ad-/«c, 
(closed triangle). Bar: SE. 

FIGS. 20A-D. Apoptosis assessed by TUNEL assay for A549 (A), H1299 (B), 
CCD-16 (C), and MRC-9 (D) ceUs. Cells were irradiated 48 hours following transfection 
and harvested 2 days after irradiation or 4 days after transfection. Vector concentrations 
used were identical to those used for FIG. 19. Each data point represents the average of 
two independCTit experiments. Ban SE. 

FIG. 21. Cell cycle analysis of A549 and H1299 treated with either Ad- 
mda7 or Nocodazole (200 ng/ml). The dose and exposure time of Nocodazole to 
accumulate the same proportion of cells in G2/M phase as was present 48 hours after Ad- 
mda7 transfection was determined in preliminaiy experiments. Data^ shown are 
representative of two independent experiments. 

MC3.22. Clonogenic survival assays to determine radiosensitization by 
G2M arrest induced by Nocodazole (200 ng/ml). Radiation was given after 4 hours of 
Nocodazole exposure for the A549 cell line, and after 3.5 hours of Nocodazole exposure 
for the H1299 cell lioe. Symbols represent radiation alone, (closed diamond); 
Nocodazole, (op«i square). BarSE. 

FIG. 23. Clonogenic survival assays to detamine radiosensitization in A549 
and H1299 cells treated with either curcumin or curcumin plus Ad.-mda7. Radiation was 
given 2 days after transfection. Curcumin was added 1 day after transfection. The vector 
concentrations used were identical to that used for FIG. 19. Each data point represents 
the average of three indqpendent experiments. Bar: SE. 
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FIG. 24. rhMDA-7 protein kills melanoma cells. MeWo cells were treated 
with 0-20 ng/ml rliMDA-7 and 4 days later, viability assessed using Trypan blue. Cells 
were also treated with 20 ng/ml rhMDA-7 in the presence of anti-MDA-7 antibodies 
(rabbit polyclonalzPab or murine monoclonal:Mab) or control human IgG. 
5 FIG. 25A-25B. Melanoma tumor MDA-7 expression negatively correlates 

with tumor iNOS expression. A negative association between mean iNOS count and 
MDA-7 count (A). The Kendall T-b correlation coefficient is -0.209, and is significantly 
different from 0 with P < 0.05. A negative association between mean iNOS intensity and 
MDA-7 intensity (B). The Kendall T-b correlation coefficient is -0.201, and is 
10 significantly different from 0 with P< 0.05; bars, ±SD. 

FIG. 26. Immunoblotting analysis of IRF-1 and IRF-2 after 4 h of treatment 
of the human melanoma cell line MeWo with rhMDA-7. Treatments include medium 
only (Lane 1, negative control); supernatant from nontransfected HEK 293 cells (Lane 2, 
negative control); 5 ng/ml rhMDA-7 (Lane 3); and 20 ng/ml rhMDA-7 (Lane 4). The 
membrane was immunoblotted with anti-IRFl and IRF-2 antibodies at 1:2000 dilutions. 
Shown is one representative experiment. Graphs indicate IRF-1 and lRF-2 expression 
after normalization to actin protein in the ceU lysates, and represent the mean of two 

experiments; bars, +SD. 

FIG. 27. Ad-mda? augments anti-tumor efficacy of tamoxifen. 
FIG. 28. AA-mda? and MDA-7 protein regulate cytokine secretion from 

melanoma cells. 

FIG. 29. Effect ofAd-mda? on A549 Lung Metastases. 
FIG. 30. PACl ceUs are strongly transduced with adenoviral vectors. 
Human H1299 lung cancer or PACl cells were transduced with 50 or 100 pfu/cell of Ad- 
SM22-beta-gal (Ad-SM22) or Ad-RSV-beta-gal (Ad-RSV) at the indicated MOIs. 24 
hours later, the cells were stained for beta-gal activity and X-gal positive cell enumerated. 
Data are shown as means of triplicate counts. 

FIG. 31. MDA-7 suppresses PACl cell growth. PACl SMC were 
transduced with Ad-mda7 or Ad-/«c at indicated MOL Viable cells were counted 
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manually 3 days after transduction in triplicate. Data are shown as mean ± SD. p<0.05 (*) 
compared Awith the control virus (Ad-/«c). 

FIGS.32A-C. Induction of apoptosis in PACl by AA-mda7. A. AA-mda7 
increases caspase-3 activity. PACl cells were transduced with A6.-mda7 or Ad-luc at 100 

5 MOI. 48 hours after transduction, one set of cell lysates was used for caspase-3 activity 
assay and another set used for total protein quantification. Caspase-3 activities were 
normalized with the total protein and expressed as Units/10 jig total protein. p< 0.05 (*) 
compared with the control virus (Ad-Zwc) and untreated control (A). Annexin V binding 
assay. PACl cells were transduced with AA-mda? or Ad-Zwc at 100 MOI and stained with 

10 FrrC-labeled Annexin V 24 hours after transduction. The treated cells were analyzed by 
flow cytometry (B). The percentage of early apoptotic cells was calculated using Modfit 
software. p< 0.05 (*) compared with the control virus (Ad-/wc). DAPI staining assay (C). 
PACl cells were transduced with Ad-»ida7 or Ad-/MC at 100 MOI and stained with DAPI 
24, 48, 72 hours after transduction and jq>optotic nuclei were scored positive if they 

15 exhibited evidence of chromatin decondensation. p< 0.05 (*) compared with the control 
virus (Ad-/«c). 

FIG. 33. hihibition of PACl cell migration by Ad-mda7. Confluent PACl 
cells were transduced with 100 MOI of AA-mda7 or Ad-/«c and treated as described in 
Example 22. Bar graph showing the quantified migration of cells into the wound by 
20 microscopy. p< 0.01 (#) for +FBS vs -FBS; p< 0.01 (*) for Adrmda7 vs Untreated or Ad- 
luc +FBS; p< 0.05 (A) for Ad-mda7 vs Untreated or Ad-fec -FBS. 

FIG. 34. Time coiirse and dose response for biological effects of MGM 241. 
Time course and dosages shown for 6 different cohorts in cUnical trial of INGN 241 . 

FIG. 35. MDA-7 protein ejcpression correlates with apoptosis induction. 
25 Protein levels of MDA-7 were determined and tunel assays were performed on sections 
firom 10 different patients. 

FIG. 36. RNA, DNA, and proteiii expression levels of MDA-7 in different 
tumor sections were evaluated in Patient 4, who had a melanoma. 

FIG. 37. The spread of MDA-7 DNA and KNA fix)m the site of injection 
30 was evaluated in 1 0 patients. 
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FIG. 38. MDA-7 protein levels and extent of apoptosis were evaluated in 
different sections from a numbCT of patients. 

FIG. 39. The spread of MDA-7 expression was also evaluated and 
correlated Avith apoptosis levels using TUNEL assays. 

FIG. 40. A time course was done evaluating MDA-7 DNA from the point of 

injection. 

FIG. 41. A time course was done evaluating MDA-7 protein and apotosis 
levels from point of injection. 

FIG. 42. Phase n clinical trial initial results. 

FIG. 43. AsPcl , Capan2 and MiaPaCa2 pancreatic cancer ceUs were treated 
with 2000 vp/cell Ad-mda7 and Ad-luc for 72 hours and analyzed for viabiUty using 
trypan blue and apoptosis using Araiexin V staining. Data shown as mean+SD. 

FIG. 44. MiaPaCa2 cells were treated with Ad-mda7 or control, irradiated 
40 hr later and plated for clonogenic assay. 

FIG. 45. AsPcl and MiaPaCa pancreatic cancer lines were freated with 
2000 vp/cell Ad-/«c or K^-mdal and 24 hours later treated with XRT (5 Gy). Cells were 
evaluated for cell cycle changes on day 3 by treatment with propidium iodide and 
analyzed by FACS. Note the G2/M block and sub-GO signal in Ad-nttfa7/XRT samples. 
FIG. 46. Ad-mda7 activates NF-KB-dependrait reporter gene expression. 
FIG. 47. Cytotoxic effect of PA-mda7 in dominant negative I-KBa stable 

cells. 

FIG. 4S. A6.-mda7 significantly suppresses ceU growth in dominant negative 
I-KBa cells. 

FIG. 49A-C. Ad-mda? synergizes with sulindac to induce apoptosis. A. Rate of 
apoptosis in ceUs treated with Ad-mda7 alone and in combination with sulindac. B. 
Tumor (A549 and H1299) and normal (CCD-16) cells were treated with PBS, Ad-luc, or 
Ad-mda7 for 3 h. After treatment, cells were incubated with sulindac at the indicated 
concentrations. After 72 h. ceU viability was determined using the trypan-blue exchision 
assay method. Percentage of cell growth was calculated as the average of ceU counts for 
each group and expressed relative to the each sample treated with PBS. Ad-luc, or Ad- 
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mda7 alone (set to 100%). Tumor but not normal cells treated with Ad-mda7/sulindac 
were significantly inhibited compared with PBS and Ad-luc treatments (P = O.GOl). The 
inhibitory effects mediated by sulindac were dose dependent. Bars, SE. C. Analysis of 
apoptotic cells by FACS. Tumor cells (A549 and H1299) and nonnal (CCD-16) cells 
were treated with PBS, Ad-luc. or Ad-mda7 in the presence of various doses of sulindac. 
72 h after treatment, cells were stained with propidium iodide, arid subjected to FACS 
analysis. The percentages of apoptotic cells were detennined by quantifying cells in the 
sub-G, phase. The mean values of duplicate samples are shown; sirnilar results were 
observed in at least two independent experiments. Bars. SE. D. Subcutaneous H1299 
tumor-bearing nude mice were divided into groups (n= 8/group). Animals treated with 
Ad-mda7/suhndac demonstrated significant tumor growth inhibition compared with 
animals treated with PBS, sulindac. Ad-mda7, or Ad-Iuc/sulindac. Ad-mda7 (3 x lO'vp) 
was administered by intratumoral injection thrice a week and suhndac (40 mg/kg) by i.p. 
injection daily. Tumor volumes given represent the mean for each group per time point. 
Bars, SE. 

FIG. 50. Adenoviral transduction of five ovarian cancer cell lines 
(MDAH2774, OVCAR 420, DOV 13. HEY, and SKOV3-ip) were detennined by 

infecting the cells with Ad-GFP. 

FIG. 51. hihibition of cell proKferation in ovarian cancer cell lines MDAH 
2774 and OVCA 420 followihg infection wifli PA-mda-7. 

MG. 52. Flow cj'tometric analysis demonstrates a marked increase in the 
percentage of the G2/M population in two of five ovarian cancer cell lines that showed 
significant growth suppression, MDAH 2774 and OVCA 420. 

FIG. 53. Cell survival in MDA-MB-486 breast cancer cells. 

FIG. 54. Effect of M.-mda.7 administration before treatment with radiation 
in A549 tumor growth (A) and mice survival (B). A549 cells (5 x. 10^ were grown as 
xenograft tumors in nude mice. Tumor-bearing mice w«:e treated with radiation (5 Gy). 
hA-mda7 (3 x 10*® vp in three fractions) or a combination of the two, then tumor volumes 
were measured as described in Example 27. Animals were sacrificed when tumors 
reached 15 mm in diameter or ulcerated. Data are presented as the means ± SE (A). 
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FIG. 55. Effect of various regimens of combination therapies in A549 tumor 
growth. Tmnor-bearing mice were treated as follows: control, AA-mda7 (day 1) plus 
irradiation (day 6), Ad-mda7 (day 5) plus irradiation (day 6) or irradiation (day 6) plus 
Ad-mda7 (day 7). 

FIG. 56. Immunohistochemical analysis of TUNEL. Apoptosis in the tirnior 
were detected after treatment (day 8) by TUNEL staining, and apoptotic cells were 
counted under a light microscope (x 400 magnification), and the apoptosis index was 
calculated as a percentage of at least 1000 cancer cells. 

FIG. 57. The protein expression of VEGF, bFGF and IL-8 were analyzed by 
immunohistochemistry for positive staining. Subcutaneous tumors were harvested on day 
14. Positive staining cells were counted under a light microscope (x400 magnification), 
and the positive percent was calculated as a percentage of at least 1000 cancer cells (A, B, 

FIG. 58. Micro vessel density was determined by counting CD31 positive 
vascular structures. 

FIG. 59. Clonogenic survival of HUVECS. After growth factor starvation 
for 12 hours, HUVECS were exposed to MDA7 protein (10 ng/mlKA), angiostatin (100 
ng/ml; B), or endostatin (100 ng/ml; C) for 12 hours. Then ceUs were irradiated (0-6 Gy), 
harvested and plated in regular medium. Colonies were stained 14 days later and the 
surviving firaction was determined. Data are shown as the mean ± SE of three separate 
expaiments. 

FIG. 60. Clonogenic survival ofA549 cells (A) and CCD16 cells (B). Cells 
were serum starved for 12 hours and treated with conditioned medium containing mda7 
protein (10 ng/ral). Twelve hours later, cells were irradiated, harvested and plated m 
regular medium. After incubation for 14 days, colonies were counted and survival. 

FIG. 61. Targeting plasmid constructs, including fiill length, cytoplasm, 
nucleus, and endoplaanic reticulum (ER). 

FIG. 62. ER targeting of MDA-7 blocks colony formatiorL 

FIG. 63. ER-targeted MDA-7 is pro-apoptotic. 

FIG. 64. Growth inhibition caused by Ad-mda7 in ovarian cancer cell lines. 
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FIG. 65. Cell cycle analysis of AA-mda7 treated ovarian cancer cells. A: 
MDAH2774;B: OVCA420. 

FIG. 66. loduction of apoptosis by AA-mda 7 in ovarian cancer cells. 

FIG. 67. MDA-7/IL-24 inhibits tumor cell , migration. Lung tumor cells 

5 (A549 and H1299) were treated with Ad-/«c or Ad-»irfa 7. Cells were harvested 6 h after 
transfection and seeded into the upper chamber of a Transwell unit. A: After 48 h, the 
membrane was fixed and stained with crystal violet, and the number of cells that had 
migrated to the lower side of the well was counted under bright field microscopy (upper 
panel; X200 magnification). Cells treated with KA-mda7 were significantly (P = 0.002) 

10 less able to migrate than cells treated with PBS or Ad-/Mc (lower panel). B: Analysis of 
cell viability 24 h and 48 h after treatment showed no significant inhibition of tumor cell 
proliferation. Bars denote standard error. 

FIG. 68. MDA-7/IL-24 inhibits tumor cell invasion. Lung tumor cells 
(H1299 and A549) were treated with PBS, Ad-Zwc (2500 vp/celO, or AA-mda7 (2500 

15 vp/cell) or treated with 10 /iM LY 294002 or 1 /tg/ml MMP-H iiOiibitor. After 6 h, cells 
were harvested, counted, and added into the uppor wells of Matrigel-coated wells. Cells 
were allowed to invade by mcubation at 37°C- After 48 h, cells were fixed and stained 
wiA crystal violet. Cells that migrated to the lower side of the well were observed and 
counted under a light microscope at X200 magnification. The number of invading cells 

20 per treatment was counted in a blind fashion and recorded as tiie average of three separate 
experiments. Cells treated mth hA-mda? showed less invasion (P = 0.001) than cells 
treated with PBS or Ad-Zwc. Inhibitory effect mediated by MDA-7 was similar to the 
inhibitory effect observed with LY 294002 and MMP-H inhibitor. Bars denote standard 
error. 

25 FIG. 69. MDA-7/IL-24 inhibits lung metastases. A549 lung tumor cells 

were treated with PBS, Ad-/«<;, and Ad-mda? ex vivo. After 6 h, cells were harvested, 
washed, resuspended in PBS, and injected into female nude mice via Has tail vein. There 
were five animals in each groi^. Three weeks after the injection of the tumor cells, the 
animals were euthanized by CO2 inhalation, and the lung tumor nodules w«e counted 

30 under a dissecting microscope. Significantly (P = 0.01) fewer lung tumors were observed 
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in animals injected with tumor cells treated with PA-mdaJ than in animals injected with 
tumor cells treated with PBS or Ad-luc, Results are the mean of two separate 
experiments. Bars denote standard error. 

FIG. 70. MDA-7/IL-24 inhibits lung metastases. Mice bearing experimental 
5 A549 lung metastasis were either untreated (control), or treated with DOTAP:ChoLCAT, 
or DOTAP:Chol-mda7 complex. Animals were treated daily for six-doses via tail vein 
injection. Three weeks after the last treatment animals were euthanized and the number of 
lung tumors counted. Animals treated with DOTAP:Chol-mda7 complex demonstrated 
significant inhibition of lung metastasis compared to animals that were untreated or 
10 treated with DOTAP:Chol-CAT complex (P = 0.001). Bars denote standard enror 

FIG. 71A-C. DOTAP:Chol-/wAi-7 complex suppresses growth of subcutaneous 
tumors. Subcutaneous tumor-bearing (A549 or UV223m) nude mice and C3H mice were 
divided into groups and treated daily for a total of six doses (50 fig/dose), as follows: no 
treatment, PBS, DOTAP:Chol-ZacZ complex or DOTAP:Chol-C4r complex, and 
15 DOTAP:Chol-/wi/a-7 complex. A, A549. B, UV2237m. Each time point represents the 
mean tumor volume for each group. Bars represent standard eixors. C. Subcutaneous 
tumors were harvested 48 hours after treatment and analyzed for MDA-7 protein 
expression. In tumors treated with the DOTAP:Chol- mda-? complex, 18% of A549 
tumor cells and 13% of UV2237m tumor cells produced the MDA-7 protdn, while 
20 control tumors produced no MDA-7 protein. 

SIG. 72. MDA-7 induces apoptotic cell death following treatment with the 
DOTAP:Chol-mrfa-7 complex. Subcutaneous tumors (A549, and UV2237m) firom 
animals receiving no treatment, PBS, DOTAP:Caiol-£acZ or DOTAP:Chol-G4r 
complex, or DOTAP:Chol-mAz-7 complex were harvested and analyzed for apoptotic cell 
25 death by TUNEL staining. The percentages of cells undergoing apoptotic cell death (13% 
for A549 and 9% for UV2237m) in tumors treated with DOTAP:Chol-mi/fl-7 complex 
were significantly higher (P ~ 0.001) than in the other treatment groups. Bars denote 
standard deviation. 

FIG. 73. DOTAP:Chol-wA2-7 complex inhibits tumor vascularization. 
30 Subcutaneous tumors (A549, and UV2237m) that were either untreated or treated with 
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PBS, DOTAFiChol-ZacZ or DOTAP:Chol-C4r complex, or DOTAP:Chol-mrfa-7 
complex were stained for CD31 and subjected to semi-quantitative analysis. CD31- 
positive endothelial staining was significantly lower (P=0.01) in DOTAP:Chol-/«rfa7- 
treated tumors than in the tumors of other treatment groups. Bars denote standard 
deviation. 

FIG- 74. DOTAP:Chol-wrfa-7 complex inhibits experimental lung metastases. 
Limg tumor (A549, UV2237m)-bearing nu/nu or C3H mice were treated daily for a total 
of six doses (50 jig/dose) with PBS, DOTAP:Chol-C4r complex or DOTAP:Chol-wrfa-7 
complex. Metastatic tumor growth was significantly inhibited (P = < 0.05) in both nude 
mice and C3H mice that were treated with DOTAP:Chol-mrfa-7 complex compared with 
that in the two control groups. Bars denote standard deviation. 

DESCRIPTION OF ILLUSTRATIVE EMBODIMENTS 
A. MDA-7 

The compositions and methods of the present invention employ MDA-7 
polypeptides and nucleic acids encoding such polypeptides. R4DA-7 is another putative 
tumor suppressor that has been shown to suppress the growth of cancer cells that are p53- 
wild-type, p53-null and p53-mutant. Also, the obsCTved upregulation of the apoptosis- 
related B gene in p53 null cells indicates that MDA-7 is capable of using p53- 
independent mechanisms to induce the destruction of cancer cells. Applicants' observed 
that adenoviral-mediated overexpression of MDA-7 led to the rapid induction and 
activation of double stranded RNA-activated serine threonine kinase (PKR.) with 
subsequent phosphorylation of eIF-2Q; other PKR target substrates and apoptosis 
induction. Specific inhibition of PKR by 2-aminopurine (2-AP) in lung cancer cells 
abrogates Ad-mda7 induced PKR activation, PKR substrate target phosphorylation and 
apoptosis induction. As evidenced by PKR null JBbroblasts, Ad-'mda7 apoptosis is 
dependent on a functional PKR pathway. These characteristics indicate that MDA-7 has 
broad therapeutic, prognostic and diagnostic potential as an inducer of PKR and, 
consequently, an enhancer of an induced immune response. 
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PKR exerts antiviral and anticellular functions, and is involved in regulating a 
number of physiologic processes that include cell growth and differentiation (U.S. Patent 
No. 6,326,466; Feng et aL, 1992; Petryshyn et al, 1988; Petryshyn et al, 1984; Judware 
et al., 1991), tumor suppression (KLoromilas et al, 1992; Meurs et al, 1993), and 
modulation of signal transduction pathways (Kumar et al, 1994). 

Upregulation of PKR leads to the induction of apoptosis in various cancer cell 
lines. Furthermore, in myelodysplasias, ojtical tumorigenic deletions of the IRF-1 gene 
on chromosome 5q (Beretta et al., 1996) appear associated with decreased PKR levels 
and immunohistochemical analyses of lung and colorectal cancers demonstrate an 
association with PKR expression and prolonged survival (Haines et al, 1992). PKR 
appears to mediate anti-tumorigenic activity tttrough the activation of multiple 
transduction pathways cuhninating in growth inhibition and apoptosis induction. 
Activation of these pathways occurs after the latent, inactive homodimeric form is 
induced by activating signals to undergo conformational changes leading to auto- 
phosphorylation and activation (Vattem et al, 2001). Once activated, PKR is able to 
phophorylate various substrate targets, which are important in growth control and 
apoptosis induction (Saelens et al., 2001; Sudhakar et al, 2000). Stimulation of the 
immune system has been linked to apoptosis (Albert et al, 1998; Chen et al, 2001; Saif- 
Miithama et al^ 2000; Restifo, 2001). Further, artifical induction of apoptosis has been 
demonstrated to enhance the immimog^city of a vaccine due to the stimulatory effect of 
dendritic cells that became activated by transfection of the apoptotic cells (Sasaki et al., 
2001; Chattergoon et al, 2000). 

Mda-7 mRNA has been identified in human PBMC (Ekmekcioglu et al, 2001), 
and no cytokine function of human MDA-7 protein was reported. MDA-7 has been 
designated as IL-24 based on the gene and protein sequence characteristics (NCBI 
database accession XM_001405). The murine MDA-7 protein homolog FISP (IL-4- 
Induced Secreted Protein) was reported as a Th2 specific cytokine (Schaefer et al, 2001). 
Transcription of FISP is induced by TCR and IL-4 receptor engagement and subsequent 
PKC and STAT6 activation as demonstrated by knockout studies. Expression of FISP 
was characterized but no function has beoi attributed yet to this putative cytokine". The 
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rat MiDA-7 jfiomolog C49a (Mob-5) is 78% homologous to the mda-7 gene and has been 
linked to wound healing (Soo et al. 1999; Zhang et al., 2000). Mob-5 was also shoAvn to 
be a secreted protein and a putative cell surface receptor was identified on ras transformed 
ceUs (Zhang et al, 2000). Therefore, homologues of the mda-7 gene and the secreted 
5 MDA-7 protein are expressed and secreted in various species. However, no data has 
emearg^ to show MDA-7 has cytokine activity. Such activity has ramifications for the 
treatment of a wide variety of diseases and infections by enhancing immunogenicity of an 
antigen. 

The mda-7 cDNA (SEQ ID NO:l) encodes a novel, evolutionarily conserved 

10 protein of 206 amino adds (SEQ ID NO:2) with a predicted size of 23.8 kDa. The 
deduced amino acid sequence contains a hydrophobic stretch firom about amino acid 26 to 
45, which has characteristics of a signal sequence. The protein sequence shows no 
significant homology to known proteins with the exception of a 42 amino acid stretch that 
is 54% identical to interleukin 10 (IL-10). Structural analysis has detennined that MDA- 

15 7 (IL-BKW or IL-20) displays the structural characteristics of the cytokine family (WO 
98/28425, incorporated herein by reference). The structural characteristics and limited 
identity across a small stretch of amino acids impUes an extracellular fimction for ^vlDA- 
7. The expression of MDA-7 is inversely correlated with melanoma progression as 
demonstrated by increased mRNA levels in normal melanocytes as compared to primary 

20 and metastatic melanomas as weU as decreased MDA-7 expression in early vertical 
growth phase melanoma ceUs selected for enhanced tumor formation in nude mice. 
Additional information and data regarding MDA-7 can be found in patent ^plication 
serial numbers 09/615,154, 10/017,472. 60/404,932, 60/370,335, 60/361,755 and the U.S. 
non-provisional patent appUcation entitled "Methods for Enhancing Immune Induction 

25 Mvolving MDA-r ' filed on March 3, 2003 in the name of Sunil Chada, Abujiang Pataer, 
Abner Mhashilkar, Rajagopal Ramesh, Jack Roth, and Steve Swisher, all of which 
^phcations are herein incorporated by reference in their entireties. 

Additional studies have shown that elevated expression of MDA-7 suppressed 
cancer cell growth in vitro and selectively induced apoptosis in human breast cancer cells 

30 as well as inhibiting tumor growth in nude mice (Jiang et al, 1996 and Su et al., 1998). 
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Jiang et al (1996) report findings that mda-7 is a potent growth suppressing gene in 
cancer cells of diverse origins including breast, central nervous system, cervix, colon, 
prostate, and connective tissue. A colony inhibition assay was used to demonstrate that 
elevated expression of MDA-7 enhanced growth inhibition in human cervical carcinoma 
(HeLa), human breast carcinoma (MCF-7 and T47D), colon carcinoma (LS174T and 
SW480), nasopharyngeal carcinoma (HONE-1), prostate carcinoma (DU-1 45), melanoma 
(HO-1 and C8161), glioblastome multiforme (GBM-18 and T98G), and osteosarcoma 
(Saos-2). Mda-7 overexpression in normal cells (HMECs, HBL-100, and CREF-Trans6) 
showed limited growth inhibition indicating that mda-7 transgene effects are not manifest 
in normal cells. Taken together, the data indicates that growth inhibition by elevated 
expression of MDA-7 is more effective in vitro in cancer cells than in normal cells. 

Su et al (1998) reported investigations into the mechanism by which MDA-7 
suppressed cancer cell growth. The studies reported that ectopic expression of MDA-7 in 
breast cancer cell lines MCF-7 aiid T47D induced apoptosis as detected by cell cycle 
analysis and TUNEL assay without an effect on the nonnal HBL-100 cells. Western blot 
analysis of cell lysates from cells infected with adenovirus mda-7 {"M-mdar) showed 
an upregulation of the apoptosis stimulating protein BAX. Kd-mda? infection elevated 
levels of BAX protein only in MCF-7 and T47D cells and not normal HBI.100 or HMEC 
cells. These data lead the investigators to evaluate the effect of ex vivo M-mda7 
transduction on xenograft tumor formation of MCF-7 tumor cells. Ex vivo transduction 
resulted in the inhibition of tumor formation and progression in the tumor xenograft 
model. 

The primary modality for the treatment of cancer using gene therapy is the 
induction of apoptosis. This can be accomplished by either sensitizing the cancer cells to 
other agents or inducing apoptosis directly by stimulating intracellular pathways. Other 
cancer therapies take advantage of the need for the tumor to induce angiogenesis to 
supply the growning tumor with neccessary nutrients. Endostatin and angiostatin are 
examples of two such therapies (WO 00/05356 and WO 00/26368). 

AppKcants have discovered a method of inhibiting angiogenesis. This new 
method comprises the administration of a nucleic acid encoding human mda-7. Ad-mJaZ 
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has the abihty to inhibit endothelial differentiation when added to proliferating 
endothelial cells in vitro. The anti-angiogenic effects of elevated mda-7 expression make 
this molecule an ideal gene therapy treatment for angiogenesis-related diseases, especially 
cancer. Administration of a nucleic acid encoding mda-?^ via viral or non-viral vectors, 
to anti-angiogenic target cells, which can comprise endothelial cells, as well as 
administration to tmnor cells is contemplated. This combinaiton treatment allows the 
clinician to not only rely on the direct transduction of a tumor cell but also on the effect of 
inhibiting angiogenesis. Thus, starving and attacking the tumor by using two separate 
modalities that may be delivered to different target cell population. 

Angiogenesis-related diseases include, but are not limited to, angiogenesis- 
dependent cancer, including, for example, solid tumors, blood-bome tumors such as 
leukemias, and tumor metastases; benign tumors, for example hemangiomas, acoustic 
neuromas, neurofibromas, trachomas, and pyogenic granulomas; rheiunatoid arthritis; 
psoriasis; ocular angiogenic diseases, for example, diabetic retinopathy, retinopathy of 
prematurity, macular degeneration, corneal graft rejection, neovascular glaucoma, 
retrolental fibroplasia. Rubeosis; Osier-Webber Syndrome; myocardial angiogenesis; 
plaque neovascularization; telangiectasia; hemophiliac joints: angiofibroma; and wound 
granulation. The endothelial cell proliferation inhibiting methods of the present invention 
are useful in the treatment of disease of excessive or abnormal stimulation of endothelial 
cells. These diseases include, but are not limited to, intestinal adhesions, atherosclerosis. 
sclerodOTna. and hypertrophic scars. keloids. They are also usefiil in the treatmmt of 
diseases that have angiogenesis as a pathologic consequence such as cat scratch disease 
(Rochele minalia quintosa) and ulcers (Helobacter pylori). 

The methods of the present invention are usefiil for treating endothelial cell- 
related diseases and disorders. A particularly important endothelial cell process is 
angiogenesis, the formation of blood vessels, as described above. Angiogenesis-related 
diseases may be treated using the methods described in present invention to inhibit 
endothelial cell prohferation by elevated expression of MDA-7. 

Though not adhering to a particular tibeory regarding the operability of these 
constructs, there is a notable amino acid homolo^ of mda-7 to IL-10 and across species 
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i^-a?e t>-heM regioh, located at the C-terminus, which is impUcated in receptor binding. 
H^us, molecules preferably containing this 30-35 amino acid region are particularly 
preferred. 

Thus, in one embodiment of the present invention, the treatment of angiogenesis- 
related disease involves the administration of a therapeutic peptide or polypetpide. fa 
another embodiment, treahnent involves administration of a nucleic acid expression 
construct encoding mda-7 to target, comprising diseased cells or endothelial ceUs. It is 
contemplated that the target cells take up the construct, and express the therapeutic 
polypeptide encoded by nucleic acid, thereby inhibiting differentiation in the target cells. 
Cells expressing MDA-7 in turn can secrete the protein which may interact wrth 
neighboring cells not transduced or infected by an expression ccmstruct. In tins way the 
complex interactions needed to extablish new vasculature for the tumor is inhibited and 
treatment of the tumor accomplished. 

In another embodiment of the present invention, it is contemplated that an 
angiogenesis-related disease may be treated with a MDA-7. or constructs expressing the 
same Some of the angiogenesis-related diseases contemplated for treatment m the 
present invention are psoriasis, rheumatoid arthritis (RA), inflammatory bowel disease 
(IBD), osteoarthritis (OA) and pre-nec^lastic lesions in the lung. 

In yet another embodiment, the treatinent of a wide variety of cancerous states ,s 
within the scope of the invention. For example, melanoma, non-small cell lung, small- 
cell lung, lung, hepatocarcinoma, retinoblastoma, astrocytoma, gUoblastoma, leukemia, 
neuroblastoma, head, neck, breast, pancreatic, prostate, renal, bone, t^ticular. ovanan. 
mesothelioma, cervical, gastrointestinal, lymphoma, brain, colon or bladder. In still more 
preferred embodiments said angiogenesis-related diseases is rheumatoid arttmtis. 
ix^ammatory bowel disease, osteoarthritis, leiomyomas, ademonas. Hpomas. 
hemangiomas, fibromas, vascular occlusion, restenods. atherosclerosis, pre-neoplastic 
lesions, carcinoma in situ, oral hairy leukoplakia or psoriasis may be the subject of 
treatment. 

In certain embodiments of the present invention, tiie mda-7 is provided as a 
nucldc acid expressing the MDA-7 polypeptide. M specific embodiments, ttie nucleic 
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acid is a viral vector, wherein the viral vector dose is or is at least 10^, lO"*, 10^, 10^, 10^, 
10^ 10^ 10^^, 10^', lO'^ 10^^, 10^^ 10^^ or higher pfu or viral particles. In certain 
embodiments, the viral vector is an adenoviral vector, a retroviral vector, a vaccinia viral 
vector, an adeno-associated viral vector, a polyoma viral vector, an alphaviral vector, a 
5 rhabdoviral vector, or a herpesviral vector. Most preferably, the viral vector is an 
adenoviral vector. In other speciJBc embodiments, the nucleic acid is a non-viral vector. 

In certain embodiments, the nucleic acid expressing the polypeptide is operably 
linked to a promoter. Non-limiting examples of promoters suitable for the present 
invention include a CMV IE, dectm-1, dectm-2, human CDllc, F4/80, SM22 or MHC 

10 class n promoter, however, any other promoter that is useful to drive expression of the 
mda-7 gene or the immunogene of the present invention, such as those set forth h^ein, is 
believed to be applicable to the practice of the present invention. 

Preferably, the nucleic acid of the present invention is administered by injection. 
Other embodiments include the administering of the nucleic acid by multiple injections. 

15 In certain embodiments, the injection is performed local, regional or distal to a disease or 
tranor site. In some embodiments, the administering of nucleic acid is via continuous 
infusion, intratumoral injection, intraperitoneal, or intravenous injection. In other 
embodiments, the nucleic acid is administered to the tumor bed prior to or after; or both 
prior to and after resection of the tumor. Alternatively, the nucleic acid is administered to 

20 the patient before, during, or afler chemotherapy, biotherapy, immunotherapy, surgery or 
radioth^py. Preferably the patient is a human. In other embodiments the patient is a 
cancer patient. 

B. Nucleic Acids, Vectors and Regulatory Signals 

The present invOTtion concerns polynucleotides or nucleic acid molecules relating 

25 to the mda-7 gene and its gene product MDA-7. Additionally, the present invention is 
directed to polynucleotides or nucleic acid molecules relating to an immunogenic 
molecule. These polynucleotides or nucleic acid molecules are isolatable and purifiable 
from mammalian cells. It is contemplated that an isolated and purified MDA-7 nucleic 
acid molecule, either the secreted or full-length version, that is a nucleic acid molecule 

30 related to the mda-7 gene product, may take the form of RNA or DNA. Similarly, the 
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nucleic acid molecule related to the immunogenic molecule may take the forai of RNA or 
DNA. As used herein, the term "RNA transcript" refers to an RNA molecule that is the 
product of transcription from a DNA nucleic acid molecule. Such a transcript inay 
encode for one or more polypeptides. 

5 As used in this application, the term "polynucleotide" refers to a nucleic acid 

molecule, RNA or DNA, that has been isolated free of total genomic nucleic acid. 
Therefore, a "polynucleotide encoding MDA-7" refers to a nucleic acid segment that 
contains MDA-7 coding sequences, yet is isolated away from, or purified and free of, 
total genomic DNA and proteins. When the present application refers to the fimction or 

10 activity of a MDA-7-encoding polynucleotide or nucleic acid, it is meant that the 
polynucleotide encodes a molecule that has the ability to enhance an immune, response. 
Further, a "polynucleotide encoding an immunogen'' refers to a nucleic acid segment that 
contains an immunogenic coding sequences, yet is isolated away from, or purified and 
free of, total genomic DNA and proteins. When the present application refers to the 

15 fimction or activity of an immunogene encoding an inmiunogen, it is meant that the 
polynucleotide encodes an immunogenic molecule that has the ability to induce an 
immime response in the body of a human. 

The term "cDNA" is intended to refer to DNA prepared using RNA as a template. 
The advantage of using a cDNA, as opposed to genomic DNA or an RNA transcript is 

20 stability and the ability to manipulate the sequence using recombinant DNA technology 
(See Sambroolc, 2001; Ausubel, 1996). There may be times when the fidl or partial 
genomic sequence is some. AltOTiatively, cDNAs may be advantageous because it 
represents coding regions of a polypeptide and eliminates introns and other regulatory 
regions. 

25 It also is contemplated that a given MDA-T-encoding nucleic acid or mda-7 gene 

from a given cell may be represented by natural variants or strains that have slightly 
different nucleic acid sequences but, nonetheless, encode a MDA-7 polypeptide; a human 
MDA-7 polypeptide is a specfic embodiment Consequently, the present invention also 
encompasses derivatives of MDA-7 with minimal amino acid changes, but that possess 

30 flie same, activity. 
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The term "gene" is used for simplicity to refer to a functional protein, polypeptide, 
or peptide-encoding nucleic acid unit. As will be imderstood by those in the art, this 
functional term includes genomic sequences, cDNA sequences, and smaller engineered 
gene segmeiits that express, or may be adapted to express, proteins, polypeptides, 
5 domains, p^tides, fusion proteins, and mutants. The nucleic acid molecule encoding 
MDA-7 or another therapeutic polypqptide such as the immunogen may comprise a 
contiguous nucleic acid sequence of the following lengths or at least the following 
lengths: 5, 6, 7, 8, 9, 10, 11, 12, 13, 14, 15, 16, 17, 18, 19, 20, 21, 22, 23, 24, 25, 26, 27, 
28. 29, 30, 31, 32, 33, 34, 35, 36, 37, 38, 39, 40, 41, 42, 43, 44, 45, 46, 47, 48, 49, 50, 51, 

10 52, 53, 54, 55, 56, 57, 58, 59, 60, 61, 62, 63, 64, 65, 66, 67, 68, 69, 70, 71 . 72, 73, 74, 75, 
76, 77, 78, 79, 80, 81, 82, 83, 84, 85, 86, 87, 88, 89, 90, 91, 92, 93, 94, 95, 96, 97, 98, 99, 
100, 101, 102, 103, 104, 105, 106, 107, 108, 109, 110, 111, 112, 113, 114, 115, 116, 117, 
118, 119, 120, 121, 122, 123, 124, 125, 126, 127, 128, 129, 130, 131, 132, 133, 134, 135, 
136, 137, 138, 139, 140, 141, 142, 143, 144, 145, 146, 147, 148, 149, 150, 151, 152, 153, 

15 154, 155, 156, 157, 158, 159, 160, 161, 162, 163, 164, 165, 166, 167, 168, 169, 170, 171, 
172, 173, 174, 175, 176, 177, 178, 179, 180, 181, 182, 183, 184, 185, 186, 187, 188, 189, 
190, 191, 192, 193, 194, 195, 196, 197, 198, 199, 200, 210, 220, 230, 240, 250, 260, 270, 
280, 290, 300, 310, 320, 330, 340, 350, 360, 370, 380, 390, 400, 410, 420, 430, 440, 441, 
450, 460, 470, 480, 490, 500, 510, 520, 530, 540, 550, 560, 570, 580, 590, 600, 610, 620, 

20 630, 640, 650, 660, 670, 680, 690, 700, 710, 720, 730, 740, 750, 760, 770, 780, 790, 800, 
810, 820, 830, 840, 850, 860, 870, 880, 890, 900, 910, 920, 930, 940, 950, 960, 970, 980, 
990, 1000, 1010, 1020, 1030, 1040, 1050, 1060, 1070, 1080, 1090, 1100, 1200, 1300, 
1400, 1500, 1600, 1700, 1800, 1900, 2000, 2100, 2200, 2300, 2400, 2500, 2600, 2700, 
2800, 2900, 3000, 3100, 3200, 3300, 3400, 3500, 3600, 3700, 3800, 3900, 4000, 4100, 

25 4200, 4300, 4400, 4500, 4600, 4700, 4800, 4900, 5000, 5100, 5200, 5300, 5400, 5500, 
5600, 5700, 5800, 5900, 6000, 6100, 6200, 6300, 6400, 6500, 6600, 6700, 6800, 6900, 
7000, 7100, 7200, 7300, 7400, 7500, 7600, 7700, 7800, 7900, 8000, 8100, 8200, 8300, 
8400, 8500, 8600, 8700, 8800, 8900, 9000, 9100, 9200, 9300, 9400, 9500, 9600, 9700, 
9800, 9900, 10000, 10100, 10200, 10300, 10400, 10500, 10600, 10700, 10800, 10900, 

30 1 1000, 1 1 100, 1 1200, 1 1300, 1 1400, 1 1500, 1 1600, 1 1700, 1 1 800, 1 1900, 12000 or more 
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nucleotides, nucleosides, or base pairs. Such sequences may be identical or 
complementary to SEQ ID NO:l (MDA-7 encoding sequence). 

'isolated substantially away from other coding sequences" means that the gene of 
interest forms part of the coding region of the nucleic acid segment, and that the segment 
does not contain large portions of natorally-occnning coding nucleic acid, such as large 
chromosomal fragments or other functional g«ies or cDNA coding regions. Of course, 
this refers to the nucleic add segment as originally isolated, and does not exclude genes 
or coding regions later added to the segment by human manipulation. 

In particular embodhnents. the invention concerns isolated DNA segments and 
recombinant vectors incorporating DNA sequences that encode a MDA-7 protein, 
polypeptide or peptide that includes within its amino acid sequence a contiguous ammo 
acid sequence in accordance with, or essentially as set forth in, SEQ ID NO:2, 
corresponding to the MDA-7 designated "human MDA-T' or •'MDA-7 polypeptide." 

The term "a sequence essentially as set forth in SEQ ID NO:2" means that the 
sequence substantially corresponds to a portion of SEQ ID NO:2 and has relatively few 
anuno acids that are not identical to, or a biologically functional equivalent of, the ammo 

acids of SEQ ID NO:2. 

The term "biologically fimctional equivalent" is well understood in the art and is 
forther defined in detail herein. Accordingly, sequences that have about 70%, about 71%, 
about 72«/o, about 73%, about about 75%. about 16%, about 77%, about 78%, about 
79% about 80%, about 81%, about 82%. about 83%. about 84%. about 85%. about 86%, 
about 87%. about 88%. about 89%. about 90%, about 91%. about 92%. about 93%. about 
94% about 95%. about 96%. about 97%, about 98%. or about 99%. and any range 
derivable therein, such as. for example, about 70% to about 80%. and more preferably 
about 81% and about 90%; or even more preferably, between about 91% and about 99%; 
of amiBO acids that are identical or fonctionaUy equivalent to the amino acids of SEQ ID 
NO-2 will be sequences that are "essentially as set forth in SEQ ID NO:2" provided the 
biological activity of the protein is maintained. In particular embodiments, the biological 
activity of a MDA-7 protein, polypeptide or peptide, or a biologically fimctional 
equivalent, con^rises enhancing an immune response. Further, in particular 
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embodiments, the biological activity of an immmiogen, an immunogenic molecule that is 
a protein, polypeptide or peptide, or a biologically functional equivalent, comprises 
immunogenecity, which refers to the molecule's ability to induce an immune response in 
the body of a human. In cortain other embodiments, the invention concerns isolated DNA 
segments and recombinant vectors that include within their sequence a nucleic acid 
sequence essentially as set forth in SEQ ID NO:l. The term "essentially as set forth in 
SEQ ID NO:l" is used in the same sense as described above and means that the nucleic 
acid sequence substantially corresponds to a portion of SEQ ID NO:l and has relatively 
few codons that are not identical, or functionally equivalent, to the codons of SEQ ID 
NO:l. Again, DNA segments that encode proteins, polypeptide or peptides exhibiting 
MDA-7 activity will be most some. 

hi particular embodiments, the invention concerns isolated nucleic acid segments 
and recombmant vectors incorporating DNA sequences that encode MDA-7 polypeptides 
OT peptides that include within its amino acid sequence a contiguous amino acid sequence 
in accordance witibi, or essentially corresponding to MDA-7 polypeptides. Li other 
embodiments, the invention relates to an isolated nucleic acid segment and recombinant 
vectors incorporating DNA sequences that encode an immuno^n, protein, polypeptide or 
peptides that inchide within its amino add sequence a contiguous amino acid sequence in 
accordance with, or essoitially corresponding to the immunogen. 

Vectors of the present invention are designed, primarily, to transform cells with a 
ttxerapevsAc mda-7 gene under the control of regulated ajkai^'otic promoters 
inducible, repressable, tissue specific). Also, the vectors may contain a selectable marker 
if, for no other reason, to facilitate their manipulation in ^nP^o. However, selectable 
markers may play an important role in producing recombinant cells. 

Tables 1 and 2, below, Ust a variety of regulatory signals for use according to tiie 
preset invention. 
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Table 1 - Inducible Elements 



1 Element 


Inducer 


References 


1 MTH 


Phorbol Ester (TPA) 
Heavy metals 


Palmiter et aLy 1982; Haslinger and 
Karin, 1985; Searle etal, 1985; 
Stuart et al, 1985; hnagawa et al, 
1987; Karin et al, 1987; Angel et 
al, 1987b; McNeall et al, 1989 


1 MMTV (mouse 
H maminary tumor 
1 virus) 


Glucocorticoids 


Huang era/., 1981; Lee a/., 1981; 
Maior55 and Varmus 1983* Lee et 
al, 1984; Ponta et al, 1985 1 


1 B-lnterferon 


poly(rI)X 
poly(rc) 


Tavemiere/fl/., 1983 

• 


Adenovirus 5 E2 


Ela 


Imperiale and Nevins, 1984 


CoUagenase 


Phorbol Ester (TPA) 


Angel e< a/., 1987a 


Stromelysin 


Phorbol Ester (TPA) 


Angel e< a/., 1987b | 

- 


SV40 


Phorbol Ester (TFA) 


Angel a/., 1987b 


Murine MX Gene 


Interferon, Newcastle 
Disease Virus 


Hug et al., 1988 


GRP78 Gene 


A23187 


Resendez a/., 1988 


a-2-MacroglobuIin 


IL-6 


Kmxzetal, 1989 


Vimentin 


Serum 


Rittline et al 1989 1 


JVLrii^ uiass 1 oene 
H-2Kb 


micoeron 


Rianar ^t al 1989 




ma, »3 V H-U I-jial^G L 

Antigen 


Tavlor (^t nf 1 Tavlor and 
Kingston, 1990a,b 


Proliferin 


Phorbol Ester-TPA 


Mordacq and Linzer, 1989 


Tumor Necrosis 
Factor 


PMA 


Hensele^a/., 1989 


Thyroid 
Stimulating 
1 Hormone a Gene 


Thyroid Hormone 


Chatteqee er a/., 1989 
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Table 2 - Other Promoter/Enhancer Elements 


Promoter/Enhancer 


References 


Lnmimoglobulin Heavy Chain 


Banerji et al, 1983; Gillies et al, 1983; 
Grosschedl and Baltimore, 1985; Atchinson and 
Peiry, 1986, 1987; Imler et al, 1987; Neuberger et 
a/., 1988; Kiledjian et aL, 1988; 


Immunoglobulin Light Chain 


Queen and Baltimore, 1983; Picard and SchaflBier, 
1985 


_ — 

T-Cell Receptor 


Luna e/ a/L, 1987, Winoto and Baltimore, lysy, 
Redondoe^fl/., 1990 


HT A DO a and DO B 


SullivffliandPeterlin, 1987 


R-TnteTferon 


Goodboiim et al, 1986; Fujita et al, 1987; 
Goodboum and Maniatis, 1985 


hiterleukin-2 


Greene e2 a/., 1989 


Interleukin-2 Reenter 


Greene et al, 1989; Lin et al, 1990 


MHC Class n 5 


Kochefa/., 1989 


MHC Class n HLA-DRa 


Sherman et al, 1989 




Kawamoto et al, 1988; Ng al, 1989 


K/fii<;rle Creatine ICinase 


Jaynes a/., 1988; Horlick and Benfield, 1989; 
Johnson a/., 1989a 


Prealbumin (Transthyretin) 


Costa a/., 1988 


Hiastase I 


QaaHzetal, 1987 


Metallothionein 


Karin et al, 1987; Culotta and Hamer, 1989 


Collagenase 


Pinkert et al, 1987; Angel et al, 1987 


Albumin Gene 


Pmkert et aL, 1987, Tronche et aLy 1959, 1990 


a-Fetoprotein 


Oodbout et al 1988: Campere and Tilgbman, 
1989 


'><-Globin 


Bodine and Ley, 1987; Perez-Stable and 
Constantini, 1990 


P-Globin 


Tnidel and Constantini, 1987 


c-fos 


Cohen a/., 1987 
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1 Promoter/Enhancer 


References 


c-HA-ras 


Triesman, 1985; Deschamps ef a/., 1985 


Insulin 


Edlunde/a/., 1985 


Neural Cell Adhesion Molecule 
(NCAM) 


Hirsch et al, 1990 


ai_Antitrypain 


Latimer et a/., 1990 


H2B (TH2B) Histone 


Hwang e/ a/., 1990 


Mouse or Type I Collagen 


Rippe et ah, 1989 


Glucose-Regulated Proteins 
(GRP94 and GRP78) 


Chang era/., 1989 


Rat Growth Hormone 


Larsenefa/., 1986 


Human Serum Amvloid A fSAA^ 


Edbrooke a/., 1989 


Troponin I (TN I) 


Yutzeyefa/., 1989 


Platelet-Derived Growth Factor 


Peche/a/., 1989 


Duchenne Muscular Dystrophy 


Klamutefa/., 1990 


SV40 


Baneiji et al, 1981; Moreau et al, 1981; Sleigh 
and Lockett, 1985; Firak and Subramanian, 1986; 
Herr and Clarke, 1986; hnbra and Karin, 1986; 
Kadesch and Berg, 1986; Wang and Calame, 
1986; Ondek et al., 1987; Kuhl et al, 1987 
SchafBier etal 1988 


Polyoma 


Swartzendrubear and Lehman, 1975; Vasseur et ah, 
1980; Katinka et al., 1980, 1981; T>Tidell et al, 
1981; Dandolo et al, 1983; Hen al, 1986; 
Campbell and Villarreal, 1988 


Retroviruses 


Kriegler and Botchan, 1.983; Kriegler et al, 
1984a,b; Bosze et al, 1986; Miksicek et al, 1986; 
Celander and Haseltine, 1987; Thiesen et al, 
1988; Celander et al, 1988; Choi et al, 1996; 
Reisman and Rotter, 1989 

— — — — 


Papilloma Virus 


Campo a/., 1983; Lusky et aL, 1983; Spandidos 
and Wilkie, 1983; Spalholz et al, 1985; Lusky 
and Botchan, 1986; Cripe et al, 1987; Gloss et 
al, 1987; Hirochika et al^ 1987, Stephens and 
Hentschel, 1987 
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Promoter/Enhancer 


References 


Hepatitis B Virus 


Bulla and Siddiqui, 1988; Jameel and Siddiqui, 
1986; Shaul and Ben-Levy, 1987; Spandau and 
Lee, 1988 


Human Imnmnodeficiency Virus 


Ayfiifacino £>t n1 1087* Hauber and Gullan 1988: 
Jakobovits et al, 1988; Feng and Holland, 1988; 
Takebe et al, 1988; Berkhout et al, 1989; Laspia 
et aly 1989; Sharp and Marciniak, 1989; Braddock 
a/., 1989 


Cytomegalovirus 


Weber et al, 1984; Boshart et al^ 1985; Foecking 
and Hofstetter, 1986 


Gibbon Ape Leukemia Virus 


Holbrook et al, 1987; Quinn et al, 1989 



The promoters and enhancers that control the transcription of protein encoding 
genes in eukaryotic cells are composed of multiple genetic elements. The cellular 
machinery is able to gather and integrate the regulatory infomiation conveyed by each 
5 element, allowing different genes to evolve distinct, often complex patterns of 
transcriptional regulation. 

The term "promotei^' will be used hare to refer to a group of transcriptional 
control modules that are clustered around the initiation site for RNA polymerase n. 
Much of the thinking about how promoters are organized derives ftom analyses of several 
10 viral promoters, including those for the HSV thymidine kinase (tk) and SV40 early 
transcription units. These studies, augmented by more recent worlc, have shown that 
promoters are composed of discrete functional modules, each consisting of approximately 
7-20 bp of DNA, and containing one or more recognition sites for transcriptional 
activator proteins. 

15 At least one module in each promoter functions to position the start site for KNA 

synthesis. The best known example of this is the TATA box, but in some promoters 
lacking a TATA box, such as the promoter for the mammalian terminal deoxynucleotidyl 
transferase gene and the promoter for the SV40 late genes, a discrete element overlying 
the start site itself helps to fix the place of initiation. 
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Additional promoter elements regulate the frequency of transcriptional initiation. 
Typically, these are located in the region 30-1 10 bp upstream of the start site, although a 
number of promoters have recently been shown to contain fimctional elements 
downstream of the start site as well. The spacing between elements is flexible, so that 
promoter fimction is preserved when elements are inverted or moved relative to one 
another. In the tk promoter, the spacing between elements can be increased to 50 bp apart 
before activity begins to decline. Dependmg on the promoter, it appears that individual 
elements can fimction either co-operatively or independently to activate transcription. 

Enhancers were originally detected as genetic elem«its that increased 
transcription from a promoter located at a distant position on the same molecule of DNA. 
This ability to act over a large distance had little precedent in classic studies of 
prokaryotic franscriptional regulation. Subsequent work showed that regions of DNA 
with enhancer activity are organized much Uke promoters. That is, they are composed of 
many individual elements, each of which binds to one or more transcriptional proteins. 

The basic distraction between enhancers and promoters is operational. An 
enhancer region as a whole must be able to stimulate transcription at a distance; this need 
not be true of a promoter region or its component elem«its. On the other hand, a 
promoter must have one or more elements that direct initiation of RNA synthesis at a 
particular site and in a particular orientation, whereas enhancers lack these specificities. 
Aside from this operational distinction, enhancers and promoters are very similar entities. 

Promoters and enhancers have the same general fimction of activating 
transcription in the cell. They are often overlapping and contiguous, often seeming to 
have a very similar modular organization. Taken together, these considerations suggest 
that enhancers and promoters are homologous entities and that the transcriptional 
activator proteins bound to these sequences may interact with the celhilar transcriptional 
machinery in fundamentally the same way. 

In some embodiments, the promoter for use in the present invention is the 
cytomegalovirus (CMV) promoter. This promoter is commercially available from 
Ihvitrogen in the vector pcDNAIH, which is some for use in the present invention. Also 
contemplated as usefiil in the present invention are the dectin-1 and dectm-2 promoters. 
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" " Below are a list of additional viral promoters, cellular promoters/enhancers and inducible 
promoters/enhancers that could be used in combination with the present invention. 
Additionally any promoter/enhancer combination (as per the Eukaryotic Promoter Data 
Base EPDB) could also be used to drive expression of structural genes encoding 
5 oligosaccharide processing enzymes, protein folding accessory proteins, selectable marker 
proteins or a heterologous protein of interest. 

Another signal that may prove useful is a polyadenylation signal. Such signals 
may be obtained from the human growth hormone (hGH) gene, the bovine growth 
hormone (BGH) gene, or SV40. 

10 The use of internal ribosome binding sites (IRES) elements are used to create 

multigene, or polycistronic, messages. IRES elements are able to bypass the ribosome 
scanning model of 5-methylatd cap-dependent translation and begm translation at internal 
sites (Pelletier and Sonenberg, 1988). IRES elements from two members of the 
picomavirus family (polio and encephalomyocarditis) have been described (Pelletier and 

15 Sonenberg, 1988), as well an IRES from a manraialian message (Macejak and Samow, 
1991). IRES elements can be linked to heterologous open reading frames. Multiple open 
reading frames can be transcribed together, each separated by an IRES, creating 
polycistronic messages. By virtue of the IRES element, each open reading frame is 
accessible to ribosomes for efficient translation. Multiple genes can be efficiently 

20 expressed using a single promoter/enhancer to transcribe a single message. 

hi any event, it will be understood that promoters are DNA elements v/hich when 
positioned functionally upstream of a gene leads to the expression of that gene. Most 
transgene constructs of the present invention are functionally positioned downstream of a 
promoter element. 

25 Compositions and methods of the invention are provided for administering the 

compositions of the invention to a patient. 
1. Viral Transformation 

a. Adenoviral Infection 
One method for delivery of the recombinant DNA involves the use of an 
30 adenovirus expression vector. Although adenovirus vectors are known to have a low 
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capacity for integration into genomic DNA, this feature is counterbalanced by the high 
efficiency of gene transfer afforded by these vectors. "Adenovirus expression vector" is 
meant to include those constructs containing adenovirus sequences sufficient to (a) 
support packaging of the construct and (b) to ultimately express a recombinant gene 
5 construct that has been cloned therein. 

The adenovirus vector may be replication defective, or at least conditionaUy 
defective, the nature of the adenovirus vector is not believed to be crucial to the 
successful practice of the invention. The adenovirus may be of any of the 42 different 
known serotypes or subgroups A-F. Adenovirus type 5 of subgroup C is the some 
10 starting material in order to obtain the conditional replication-defective adenovirus vector 
for use in the present invention. This is because Adenovirus type 5 is a human 
adenovirus about which a great deal of biochemical and genetic information is known, 
and it has historically been used for most constructions employing adenovirus as a vector. 
As stated above, the typical vector according to the present invention is replication 
15 defective and will not have an adenovirus El region. Thus, it will be most convenient to 
introduce the transforming construct at the position from which the El-coding sequences 
have been removed. However, tlie position of insertion of the construct within the 
adenovirus sequences is not critical to the invention. The polynucleotide encoding the 
gene of interest may also be inserted in lieu of the deleted E3 region in E3 replacement 
20 vectors as described by Karlsson et al. (1 986) or in the E4 region where a helper ceU line 
or helper virus complements the E4 defect 

Adenovirus growth and manipulation is known to those of skiU in the art, and 
exhibits broad host range in vitro and in vivo. This group of viruses can be obtained in 
high titers, e.g., lO'-lO" plaque-forming units per ml, and they are highly infective. The 
25 life cycle of adenovirus does not require integration into the host ceU genome. The 
foreign genes delivered by adenovirus vectors are episomal and, therefore, have low 
genotoxicity to host cells. No side effects have been reported in studies of vaccination 
with wild-type adenovirus (Couch et al, 1963; Top et al, 1971), demonstrating their 
safety and ther^utic potential as in vivo gene transfer vectors. 
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b. Retroviral Infection 

The retroviruses are a group of single-stranded RNA viruses characterized by an 
ability to convert their RNA to double-stranded DNA in infected cells by a process of 
reverse-transcription (Coffin, 1990). The resulting DNA then stably integrates into 
cellular chromosomes as a provirus and directs synthesis of viral proteins. The 
integration results in the retention of the viral gene sequences in the recipient cell and its 
descendants. 

In order to construct a retroviral vector, a nucleic acid encoding a gene of interest 
is inserted into the viral genome in the place of certain viral sequences to produce a virus 
that is replication-defective. In order to produce virions, a packaging cell line containing 
the gag, pol, and env genes but without the LTR and packaging components is 
constructed (Mann et aL, 1983). When a recombinant plasmid containing a cDNA, 
together with the retroviral LTR and packaging sequences is introduced into this cell line 
(by calcium phosphate precipitation for example), the packaging sequence allows the 
RNA transcript of the recombinant plasmid to be packaged into viral particles, which are 
then secreted into the culture media (Nicolas and Rubenstem, 1988; Temin, 1986; Mann 
et aLy 1983). The media containing the recombinant retroviruses is then collected, 
optionally concentrated, and used for gene transfer. Retroviral vectors are able to infect a 
broad variety of cell types. However, integration and stable expression require the 
division of host cells (Paskind et aL, 1975). 

c. AAV Infection 

Adeno-associated virus (AAV) is an attractive vector system for use in the present 
invention as it has a high frequency of mtegration and it can infect nondividing cells, thus 
making it useful for delivery of genes into mammalian cells in tissue culture (Muzyczka, 
1992). AAV has a broad host range for infectivity (Tratschin et al, 1984; Laughlin et al.y 
1986; Lebkowski et al, 1988; McLaughlin et al, 1988), which means it is applicable for 
use with the present invention. Details concerning the generation and use of rAAV 
vectors are described in U.S. Patent 5,139,941 and U.S. Patent 4,797,368, each 
incorporated herein by reference. 
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Studies demonstrating the use of AAV in gene delivery include LaFace et al. 
(1988); Zhou et al. (1993); Flotte et al. (1993); and Walsh et al. (1994). Recombinant 
AAV vectors have been used successfully for in vitro and in vivo transduction of marker 
genes (K^Utt et al, 1994; Lebkowski et al, 1988; Samulski et al., 1989; Shelling and 
5 Smith, 1994; Yoder et al, 1994; Zhou et al, 1994; Hermonat and Muzyczka, 1984; 
Tratschin et al, 1985; McLaughlin et al, 1988) and genes involved in human diseases 
(Flotte et al, 1992; Ohi et al, 1990; Walsh et al, 1994; Wei et al, 1994). Recently, an 
AAV vector has been approved for phase I human trials for the treatment of cystic 
fibrosis. 

10 Typically, recombinant AAV (rAAV) virus is made by cotransfecting a plasmid 

containing the gene of interest flanked by the two AAV terminal repeats (McLaughlin et 
al, 1988; Samulski et al, 1989; each incorporated herein by reference) and an expression 
plasmid containing the wild-type AAV coding sequences without the terminal repeats, for 
example pIM45 (McCarty et al, 1991; incorporated herein by reference). Tlie cells are 

15 also infected or transfected with adenovirus or plasmids carrying the adenovirus genes 
required for AAV helper fimction. rAAV virus stocks made in such fashion are 
contaminated with adenovirus which must be physically separated horn the rAAV 
particles (for example, by cesium chloride density centrifiigation). Alternatively, 
adoiovirus vectors containing the AAV coding regions or cell lines containmg the AAV 

20 coding regions and some or all of the adenovirus helper genes could be used (Yang e/ al, 
1994a; Clark et al., 1995). Cell lines carrying the rAAV DNA as an integrated provirus 
can also be used (Flotte et al, 1995). 

d. Protamine 

Protamine may also be used to fomi a complex with an expression construct 
25 Sudi conq>lexes may tfien be formulated with the Upid compositions described above for 
adminstration to a cell. Protamines are small highly basic nucleoproteins associated with 
DNA. Their use in the delivery of nucleic acids is described in U.S. Patent No. 
5,187,260, which is incorporated by reference. U.S. Patent Application No. 10/391,068 
(filed March 24, 2003), which pertains to methods and compositions for increasing 
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transduction efficiency of a viral vector by complexing the viral vector with a protamine 
molecule, is specifically incorporated by reference herein. 
2. Non-Viral Delivery 

In addition to viral delivery of the nucleic acid encoding a MDA-7 protein, the 
following are additional methods of recombinant gene delivery to a given host cell and 
are thus considered in the present invaition. 

a. Lipid Mediated Transformation 

In a further embodiment of the invention, the gene construct may be entrapped in 
a liposome or lipid formulation. Liposomes are vesicular structures characterized by a 
phospholipid bilayer membrane and an inner aqueous medium. Multilamellar liposomes 
have multiple lipid layers separated by aqueous mbdium. They form spontaneously when 
phospholipids are suspended in an excess of aqueous solution. The hpid components 
undergo self-rearrangement before the formation of closed structures and entrap water 
and dissolved solutes between the lipid bilayers (Ghosh and Bachhawat. 1991). Also 
contranplated is a gene construct complexed with Lipofectamine (Gibco BRL). 

Recent advances in lipid formulations have improved the efficiency of gene 
transfer m vivo (Smyth-Templeton et aL, 1997; WO 98/07408). A novel lipid 
formulation composed of an equimolar ratio of l,2-bis(oleoyloxy)-3-(trimethyl 
ammdrao)propane (DOTAP) and cholesterol significantly enhances systemic in vivo gene 
transfer, approximately 150-fold. The DOTAPrcholesterol lipid formulation is said to 
form a unique structure termed a "sandwich liposome". This fonnulation is reported to 
"sandwich" DNA between an invaginated bi-layer or 'vase' structure. B^eficial 
characteristics of these lipid structures include a positive coUoidal stabilization by. 
cholesterol, two dimensional DNA packing and increased serum stability. 
C. Proteins, Peptides and Polypeptides 

1. Biologically Functional Equivalents 

The present invention is directed to methods and compositions of MDA-7 
polypeptides, hi certain embodiments, the MDA-polypeptides are used in the treatment 
of diseases associated with angiogenesis, such as cancer, hi certain embodiments, the 
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MDA-7 polypeptide is directly provided. In specific embodiments, the MDA-7 
polypeptide is provided before therapy. In specific embodiments, the MDA-7 
polypeptide is administered at the same time as administration of an immunogenic 
molecule, such as an antigen, for purposes of immune therapy. In other specific 
embodiments, the MDA-7 polypeptide is provided after ther^y, and in some instances, 
after providing an immunogenic molecule for purposes of treating, diagnosing or 
prognosing induction of an immune response. The terms "protein" and "polypeptide" are 
used interchangeably herein. 

Additional embodiments of the invention encompass the use of a purified protein 
composition comprising MDA-7 piotem. truncated versions of MDA-7, and peptides 
derived from MDA-7 amino acid sequence administered to cells or subjects for the 
inhibition of angiogenesis. Truncated molecules of MDA-7 mchide, for example, 
molecules beginning approximately at MDA-7 amino acid residues 46-49 and finrther N- 
terminal truncations. Specifically contemplated are molecules start at residue 46, 47, 48, 
49, 50, 51, 52, 53, 54, 55, 56, 57, 58, 59, 60, 61, 62, 63, 64, 65, 66, 67, 68, 69, 70, 71, 72, 
73. 74, 75, 76, 77, 78, 79, 80, 81, 82, 83, 84, 85, 86, 87, 88, 89, 90, 91, 92, 93, 94, 95, 96, 
97, 98, 99, 100, 101, 102, 103, 104, 105, 106, 107, 108, 109, 110, 111, 112, 113, 114, 
115. 116, 117, 118, 119, 120, 121, 122, 123, 124, 125, 126, 127, 128, 129, 130, 131, 132, 
133, 134, 135, 136, 137, 138, 139, 140, 141. 142, 143, 144, 145, 146, 147, 148, 149, 150, 
151, 152. 153, 154, 155, 156. 157. 158, 159, 160. 161, 162. 163, 164, 165, 166, 167, 168, 
169, 170, 171, 172, 173, 174, 175, 176. 177, 178, 179. 180. 181, and 182, and terminate 
at residue 206. In additional embodiments, residues 1. 2, 3, 4, 5. 6. 7, 8, 9, 10, 1 1, 12, 13, 
14. 15, 16, 17, 18, 19, 20, 21, 22, 23, 24, 25, 26, 27, 28. 29. 30, 31. 32. 33. 34, 35, 36, 37. 
38, 39, 40, 41, 42, 43, 44, 45, 46, 47, and 48 are included with other contiguous residues 
of MDA-7, as shown in SEQ ID NO:2. 

As will be understood by those of skifl in the art, modification and changes may 
be made in the structure of a MDA-7 polypeptide or peptide, an immunogenic molecule, 
or an imraungene product and still produce a molecule having like or otherwise desirable 
characteristics. For example, certain amino acids may be substituted for other amino 
acids in a protein stracture without appreciable loss of interactive binding capacity with 
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Structures such as, for example, antigen-binding regions of antibodies or binding sites on 
molecules such as Tat and RNA polymerase H. Since it is the interactive capacity and 
nature of a protein that defines that protein's biological functional activity, certain amino 
acid sequence substitutions can be made in a protein sequence (or, of course, its 
underlying DNA codmg sequence) and nevertheless obtain a protein with like (agonistic) 
properties. It is thus contemplated by the inventors that various changes may be made in 
the sequence of HIV polypeptides or peptides (or underlying DNA) without appreciable 
loss of their biological utility or activity. 

Li terms of functional equivalents, the skilled artisan also imderstands it is also 
well understood by the skilled artisan that inherent in the definition of a biologically- 
functional equivalent protein or peptide, is the concept of a limit to the number of 
changes that may be made within a defined portion of a molecule that still result in a 
molecule with an acceptable level of equivalent biological activity. Biologically- 
functional equivalent peptides are thus defined herein as those peptides in which certain, 
not most or all, of the amino acids may be substituted. In particular, where small peptides 
are concerned, less amino acids may be changed. Of course, a plurality of distinct 
proteins/peptides with difife-ent substitutions may easily be made and used in accordance 
with the invention. 

It is also well understood that whore certain residues are shown to be particularly 
important to the biological or structural properties of a protein or peptide, e.g., residues in 
the active site of an enzyme, or in the RNA polymerase II binding region, such residues 
may not generally be exchanged. This is the case in the present invention, where residues 
shown to be necessary for inducing an immune response should not generally be changed, 
which is contemplated for both the MDA-7 polj^peptide and the immunogene product. 

Amino acid substitutions are generally based on the relative similarity of the 
annuo acid side-chain substituents, for example, their hydrophobicity, hydrophihcity, 
charge, size, and the like. An analysis of the size, shape, and type of the amino acid side- 
chain substituents reveals that argjnine, lysine, and histidine are all positively charged 
residues; that alanine, glycine, and serine are all a similar size; and that phenylalanine, 
tryptophan, and tyrosine all have a generally similar shape. Therefore, based upon these 



-65- 



wo 2004/078124 PCT/US2004/006147 
" considerations, the following subsets are defined herein as biologically fimctional 
equivalents: arginine, lysine, and histidine; alanine, glycine, and serine; and 
phenylalanine, tryptophan, and tyrosine. 

To effect more quantitative changes, the hydropathic index of amino acids may be 
5 considered. Each amino acid has been assigned a hydropathic index on the basis of their 
hydrophobicity and charge characteristics, these are: isoleucine (+4.5); valine (+4.2); 
leucine (+3.8); phenylalanine (+2.8); cystdne/cystiiie (+2.5); methionine (+1.9); alanine 
(+1.8); glycine (-0.4); threonine (-0.7); serine (-0.8); tryptophan (-0.9); tyrosine (-1.3); 
proline (-1.6); histidine (-3.2); glutamate (-3.5); glutamine (-3.5); aspartate (-3.5); 
10 asparagine (-3.5); lysine (-3.9); and arginine (-4.5). 

The importance of the hydropathic amino acid index in conferring interactive 
biological function on a protein is generally understood in the art (Kyte & DoolitUe, 1982, 
incorporated herein by reference). It is known that certain amino acids may be substituted 
for other amino acids having a similar hydropathic index or score and still retain a similar 
15 biological activity. Jn making changes based upon the hydropathic index, the substitution 
of amino acids whose hydropathic indices are within ±2 is prefeTred,some, those which 
are vwthin ±1 are particularly prefaTed,some, and those within ±0.5 are even more 
particularly preferred.some. 

It is also understood in the art that the substitution of like amino acids can be 
20 made effectively on the basis of hydiophiHcity, particularly where the biological 
functional equivalent protein or peptide thereby created is intended for use in 
immunological embodiments, as in the present case. U.S. Patent 4,554,101, incorporated 
herein by reference, states that the greatest local average hydrophilicity of a protein, as 
governed by the hydrophiUcity of its a«gacent amino acids, correlates with its 
25 immunogenicity and antigenicity, i.e. with a biological property of the protein. 

As detailed in U.S. Patent 4,554,101, the following hydrophiHcity values have 
been assigned to amino acid residues: arginine (+3.0); lysine (+3.0); aspartate (+3.0 ± 1) 
ghitamate (+3.0 ± 1); serine (+0.3); asparagine (+0.2); glutamine (+0.2); glycine (0) 
threonine (-0.4); proline (-0.5 ± 1); alanine (-0.5); histidine (-0.5); cysteine (-1.0): 
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methionine (-1.3); valine (-1.5); leucine (-1.8); isoleucine (-1.8); tyrosine (-2.3); 
phenylalanine (-2.5); tryptophan (-3.4). 

In making changes based upon similar hydrophilicity values, the substitution of 
amino acids whose hydrophilicity values are within ±2 is preferred,some, those which are 
5 within ±1 are particularly preferred,some, and those within ±0.5 are even more 
particularly preferred.some. 

While discussion has focused on ftmctionally equivalent polypeptides arising from 
amino acid changes, it will be appreciated that these changes may be effected by 
alteration of the encoding DNA, taking into consideration also that the geneticcode is 
10 degenerate and that two or more codons may encode the same amino acid. A table of 
amino acids and their codons is presented belowhereinabove for use in such 
embodiments, as well as for other uses, such as in the design of probes and primers and 

the like. 

2. Synthetic Peptides 

15 The compositions of the invention may include a peptide modified to render it 

biologically protected. Biologically protected pqjtides have certain advantages over 
unprotected peptides when administered to human subjects and, as disclosed in U.S. 
Patent 5,028,592, incorporated herein by referaice, protected peptides often exhibit 
increased pharmacological activity. 

20 Compositions for use in the present invention may also comprise peptides which 

include all I^amino acids, aU D-amino acids, or a mixture thereof. The use of D-amino 
acids may confer additional resistance to proteases naturally found vrfthin the human 
body and are less immunogoric and can therefore be e3q>ected to have longer biological 
half lives. 

25 The present invention describes MDA-7 peptides for use in various onbodiments 

of the present invention. For example, specific peptides are assayed for their abilities to 
elicit an anti-angiogenic response. In specific embodiments that the peptides are 
relatively small in size, the peptides of the invention can also be synthesized in solution 
or on a solid support in accordance with conventional techniques. Various automatic 

30 synthesizers are commercially available and can be used in accordance with known 
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protocols. See, for example, Stewart and Young, (1984); Tam et aL, (1983); Merrifield, 
(1986); and Barany and MerriJBeld (1979), each incorporated herein by reference. Short 
peptide sequences, or libraries of overlapping peptides, usually from about 6 up to about 
35 to 50 amino acids, which correspond to the selected regions described herein, can be 

5 readily synthesized and then screened in screening assays designed to identify reactive 
peptides. Alternatively, recombinant DNA technology may be employed wherein a 
nucleotide sequence which encodes a peptide of the invention is inserted into an 
expression vector, transformed or transfected into an appropriate host cell and cultivated 
under conditions suitable for expression. 

10 The compositions of the invention may include a peptide modified to render it 

biologically protected. Biologically protected peptides have certain advantages over 
unprotected peptides when administered to human subjects and, as disclosed in U.S- 
Patent 5,028,592, incorporated herein by reference, protected peptides often exhibit 
increased pharmacological activity. 

15 Compositions for use m the present invention may also comprise peptides which 

include all L-amino acids, all D-amino acids, or a mixture thereof The use of D-amino 
acids may confer additional resistance to proteases naturally found within the human 
body and are less immunogenic and can therefore be expected to have longer biological 
half lives. 

20 3. In vitro Protein Production 

In addition to the purification methods provided in the examples, general 
procedures for in vicro protein production are discussed. FoUovring transduction with a 
viral vector according to some embodiments of the present invention, primary 
mammalian cell cultures may be prepared in various ways. In order for the cells to be 

25 k^t viable while in vitro and in contact with the egression construct, it is necessary to 
ensure that the cells maintain contact with the correct ratio of oxygen and carbon dioxide 
and nutrients but are protected from microbial contamination. Cell culture techniques are 
well documented and are disclosed herein by reference (Freshney, 1992). 

One embodiment of the foregoing involves the use of gene transfer to immortalize 

30 cells for the production and/or presentation of proteins. The gene for the protein of 
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^inldrest may be tianslerrea as aescribed above into appropriate host ceUs followed by 
culture of cells under the appropriate conditions. The gene for virtually any polypeptide 
may be employed in this manner. The generation of recombinant expression vectors, and 
the elements included therem, are discussed above. Alternatively, the protein to be 
produced may be an endogenous protein normally synthesized by the cell in question. 

Another embodiment of the present invention uses autologous B lymphocyte cell 
lines, which are transfected with a viral vector that expresses an immunogene product, 
and more specifically, an protein having immunogenic activity. Other examples of 
mammaUan host cell lines include Vero and HeLa cells, other B- and T- cell hnes, such 
as CEM, 721.221, H9, Jurkat, Raji, etc., as well as cell lines of Chinese hamster ovary, 
W138, BHK, COS-7, 293, HepG2, 3T3, RIN and MDCK cells. In addition, a host cell 
strain may be chosen that modulates the expression of &e inserted sequences, or that 
modifies and processes the gene product in the manner desired. Such modifications (e.g., 
glycosylation) and processing (eg;, cleavage) of protein products may be important for 
the function of the protein. Different host cells have characteristic and specific 
mechanisms for the post-translational processing and modification of proteins. 
Appropriate cell lines or host systems can be chosen to insure the correct modification 
and processing of the foreign protein expressed. 

A munber of selection systems may be used including, but not limited to, HSV 
thymidine kinase, hypoxanthiue-guanine phosphoribosyltransferase and adenine 
phosphoribosyltransferase genes, in tk-, hgprt- or aprt- ceUs, respectively. Also, anti- 
metabolite resistance can be used as the basis of selection: for dhfr, which confas 
resistance to; gpr, which confers resistance to mycophenoMc acid; neo, which confers 
resistance to the aminoglycoside G418; and kygro, which confers resistance to 
hygromycin. 

Animal cells can be propagated in vitro in two modes: as non-anchorage- 
depeadent cells growing in suspension throughout the bulk of the culture or as anchorage- 
dependent cells requiring attachment to a solid substrate for their propagation (i.e., a 
monolayer type of cell growth). 
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Mon-anciiorage dependent or suspension cultures from continuous established cell 
lines are the most widely used means of large scale production of cells and cell products. 
However, suspension cultured cells have limitations, such as tumorigenic potential and 
lower protein production than adherent cells. 
5 4. ER-Targeting Sequences 

The polypeptides of the present invention include one or more endoplasmic 
reticulum targeting sequences. The final location of a protein within a cell depends upon 
targeting sequences encoded within the sequence of a protein. In the simplest case, the 
lack of a signal directs proteins to the default pathway which is the cytoplasm. Proteins 
10 destined to be retained in the ER must have certain signal peptides to retain the protein in 
the ER. The polypeptides of the present invention may or may not include additional 
amino acid residues at the N-temiinal or C-terminal. 

The ER is a network of membrane-enclosed tubules and sacs (cistemae) that 
extends from the nuclear membrane throughout the cytoplasm. The secretory pathway of 
15 proteins is as follows: rough ER Golgi secretory vesicles cell exterior. 

For proteins to be secreted, the protein must generally travel from the ER to the 
Golgi. However, there are certain proteins that must be maintained within the ER, such as 
BiP, signal peptidase, protein disulfide isomerase. Specific localization signals target 
proteins to the ER. 

20 Certain proteins are retained in the ER lumen as a result of the presence of the ER 

targeting sequence Lys-Asp-Glu«Leu (KDEL^ in the single-letter code) at their carboxy 
terminus. If this sequence is not part of the protein, the protein is instead transported to 
the Golgi and secreted from the cell. The presence of the KDEL sequence or the KKKK 
sequence at the carboxy terminus (KKXX sequences) results in retention of proteins in 

25 the ER. The presence of these sequences results in binding of the protein to specific 
recycling receptors in the membranes of these compartments and are then selectively 
transported back to the ER. 

Protein export from the ER occurs not only by bulk flow, but by a regulated 
pathway that specifically recognizes targeting signals that mediate selective transport of 

30 proteins to the Golgi apparatus. The presence of a 16- to 30-residue ER signal sequence 
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directs the ribosome to the ER membrane and initiates transport of the protein across the 
ER membrane. 

ER signal sequences are usually located at the N-terminus of the protein. These 
targeting sequences frequently contains one or more positively charged amino acids 

5 followed by a continuous stretch of 6 - 12 hydrophobic residues. Signal sequences are 
usually cleaved from the protein while it is still growing on the ribosome. The specific 
deletion of several of the hydrophobic amino acids from a signal sequence or a mutation 
of one of them to a charged amino acid results in failure of the protein to cross the ER 
membrane into the lumen. The addition of random N-teraiinal amino acid sequences will 

10 cause a cytosolic protein to be translocated to the BR lumen, indicating that the 
hydrophobic residues form a binding site that is critical for ER targeting. 

The endoplasmic reticulum targeting sequence may include any nimiber of amino 
acid residues, as long as these amino acid residues target the destination of the 
polypeptide to the endoplasmic reticulum. The polypeptides of the present invention may 

15 include a single ER targeting sequence, or more than one ER targeting sequence. 
Additional information pertaining to ER targeting signals can be found in Invitrogen 
Catalog Nos. V890-20, V891-20, V892-20, and V893-20, "pShooter Vector Manual I 
(pEF/myc vectors)," on the internet at invitrogen.com/content/sfs/manuals/ 
pshooter_pef_man.pdf, which is hereby incorporated by reference in its OTtirety. Reviews 

20 of signal sequence recognition and protein targeting to the ER can also be found in WaltCT 
and Johnson, 1994: Koch et al., 2003; and Kabat et al, 1987, which are also specifically 
incorporated by reference herein. 

5. Antibodies 

Another embodiment of the present invention are antibodies, in some cases, a 
25 human monoclonal antibody immunoreactive ^ath the polypeptide sequence of MDA-7 
(SEQ ED NO: 1). It is understood that antibodies can be used for inhibiting or modulating 
MDA-7. In addition, the antibody may be useful in passive immunotherapy for cancer. 
All such uses of the said antibody and any antigens or epitopic sequences so discovered 
fall within the scope of the present invention. The discussion below applies to the use of 
30 antibodies against MDA-7 in metiiods of the invention. 



-71- 



wo 2004/0781 24 PCTAJS2004/0061 47 

a. MDA-7 Antigenic Sequences 

As another way of effecting modulation of MDA-7 in a subject, peptides 
coiresponding to one or more antigenic determinants of the MDA-7polypeptides of the 
present invention also can be prepared so that an immune response against MDA-7is 
5 raised. Thus, it is contemplated that vaccination ivith a MDA~7peptide or polypeptide 
may generate an autoimmune response in an inununized animal such that autoantibodies 
that specifically recognize the animaFs endogenous MDA-7protein. This vaccination 
technology is shown in U.S^ Patents 6,027,727; 5,785,970, and 5,609,870, which are 
hereby incorporated by reference. 

10 Such peptides should generally be at least five or six amino acid residues in length 

and wiU preferably be about 10, 11, 12, 13, 14, 15, 16, 17, 18, 19, 20, 25 or about 30 
amino acid residues in length, and may contain up to about 35-50 residues. For example, 
these peptides may comprise a MDA-7 amino acid sequence, such as 5, 6, 7, 8, 9, 10, 11, 
12, 13, 14, 15, 16, 17, 18, 19, 20, 21, 22, 23, 24, 25, 30, 35, 40, 45, and 50 or more 

15 contiguous amino acids from SEQ ID NO:2. Synthetic peptides will generally be about 
35 residues long, .which is the approximate upper length limit of automated peptide 
synthesis machines, such as tliose available from Applied Biosystems (Foster City, CA). 
Longar peptides also may be prepared, e,g., by recombinant means. 

U.S. Patent 4,554,101, incorporated herein by reference, teaches the identification 

20 and preparation of epitopes from primary amino acid sequences on the basis of 
hydrophilicity. Through the methods disclosed in Hopp, one of skill in the art would be 
able to identify epitopes from watbin an amino acid sequence such as the MDA-7 
sequence disclosed herein in SBQ ID NO: 2. 

Numerous scientific publications have also been devoted to the prediction of 

25 secondary stracture, and to the identification of epitopes, from analj^es of amino acid 
sequences (Chou & Fasman, 1974a, b; 1978a, b; 1979). Any of these may be used, if 
desired, to supplement the teachings of Hopp in U.S. Patent 4,554,101. 

Moreover, computer programs are currently available to assist with predicting 
antigenic portions and epitopic core regions of proteins. Examples include those 

30 programs based upon the Jameson-Wolf analysis (Jameson & Wolf, 1988; Wolf efa/.. 
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1988), the program PepPlot® (Brutlag ^ a/., 1990; Weinberger etal, 1985), and other 

new programs for protein tertiary structure prediction (Fetrow & Bryant, 1993). Another 

commercially available software program capable of carrying out such analyses is 

MacVector (TBI, New Haven, CT). 

In further embodiments, major antigenic determinants of an MDA-7 polypeptide 
may be identified by an empirical approach in which portions of the gene encoding the 
MDA-7 polypeptide are expressed in a recombinant host, and the resulting proteins tested 
for their ability to elicit an immune response. For example, PCR^" can be used to prepare 
a range of peptides lacking successively longer jfiragments of the C-tenninus of the 
protein. The immunoactivity of each of these peptides is determined to identify those 
fragments or domains of the polypeptide that are immimodominant. Further studies in 
which only a small numb^ of amino acids are removed at each iteration then allows the 
location of the antigenic detenninants of the polypeptide to be more precisely determined. 

Another method for determining the major antigenic determinants of a 
polypeptide is the SPOTs™ system (Genosys Biotechnologies, Inc., The Woodlands, TX). 
In this method, overlapping peptides are synthesized on a cellulose membrane, which 
following synthesis and deprotection, is screened using a polyclonal or monoclonal 
antibody. The antigenic determinants of the peptides which are initially identified can be 
further localized by performing subsequent syntheses of smaller peptides with larger 
overlaps, and by eventually rqilacing individual amino acids at each position along the 
immunoreactive peptide. 

Once one or more such analyses are completed, polypeptides are prepared that 
contain at least the essential features of one or more antigenic detomiuants. The peptides 
are tiien employed in the generation of antisera against the polypeptide. Mioigenes or 
gene fusions encoding these determinants also can be constructed and insoted into 
expression vectors by standard methods, for example, using PCR™ cloning mettiodology. 

The use of such small peptides for antibody generation or vaccination typically 
requires conjugation of the peptide to an immunogenic carrier protein, such as hepatitis B 
surface antigen, keyhole limpet hemocyanin or bovine serum albumin, or other adjuvants 
discussed above (adjuvenated peptide). Alum is an adjuvant that has proven sufficiently 
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non-toxic for use in humans. Methods for perfonning this corrugation are well known in 
the art Other immunopotentiating compounds are also contemplated for use with the 
compositions of the invention such as polysaccharides, including chitosan, which is 
described in U.S. Patent No. 5.980,912, hereby incorporated by reference. Multiple 
(more than one) MDA-7 epitopes may be crosslinked to one another (e.g., polymenzed). 
Alternatively, a nucleic acid sequence encoding an Fortilin peptide or polypeptide may be 
combined with a nucleic acid sequence that heightens the immune response. Such fusion 
proteins may comprise part or all of a foreign (non-self) protein such as bactenal 

sequences, for example. 

Antibody titers effective to achieve a response against endogenous MDA-7 will 
vary with the species of the vaccinated animal, as well as with the sequence of the 
administered peptide. However, effective titers may be readily determined, for example, 
by testing a panel of animals with varying doses of the specific antigen and measurmg the 
induced titers of autoantibodies (or anti-self antibodies) by known techniques, such as 
ELISA assays, and then correlating the titers with MDA-7-related cancer charactensUcs. 

e g., tumor groA^^ or size. 

One of ordinary skill would know various assays to determine whether an immune 
response against MDA-7 was generated. THe phrase "immune response" inchides both 
cellularandhumoralimmmieresponses. Various B lymphocyte and T lymphocyte as^ys 
are well known, such as EUSAs. cytotoxic T lymphocyte (CH.) assays, such as 
chromium release assays, proliferation assays using peripheral blood lymphocytes (PBL). 
tetramer assays, and o^okine production assays. See Bcnjamini et aL. 1991, hereby 
incorporated by reference. 
D. Methods of MDA-7 Porification 

The present invention provides for mettiods of purification of MDA-7. THe 
following methods and similar methods known to one of ordinary skill in the art can be 
used to practice the methods of purification of MDA-7 disclosed herein. 
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1. Gel electrophoresis 

Gel electrophoresis is a welUcnown techmque that can be used in the purification 
procedure. Agarose, agarose-acrylamide or polyacrylamide gel electrophoresis using 
standard methods (Sambrook et aL, 2001) can be utilized.in the purification process. 

5 2. Chromatographic Techniques 

Alternatively, chromatographic techniques may be employed to effect isolation 
and purification of MDA-7. There are many kinds of chromatography which may be used 
in the present mvention: adsorption, affinity, partition, ion-exchange and molecular 
sieve, and many specialized techniques for using them including column, paper, 
10 thin-layer and gas chromatography (Freifelder, 1982). 

3. Immunological Reagents 

Certain aspects of the claimed invention involve use of immunological reagents. 
In certain embodiments of the claimed invention, ixmnunological reagents are used in the 
purification of preparations of MDA-7. Antibodies, which are discussed herein, are 
1 5 contemplated for use with the present invention. 

\ As used herein, the term "antibody" is intended to refer broadly to any 

fanmunologic binding agent such as IgG, IgKi, IgA, IgD and IgE. Generally, IgG and/or 
IgM are preferred because they are the most common antibodies in the physiological 
situation and because they are most easily made in a laboratory setting. 

20 The term "antibody" is used to refer to an}^ antibody-like molecule that has an 

antigen binding region, and includes antibod}' fiagments such as Fab', Fab, F(ab')2, single 
domain antibodies (DABs), Fv, scFv (single chain Fv), and the like. The techniques for 
preparing and using various antibody-based constmcts and fragments are well known in 
the art Means for preparing and characterizing antibodies are also well knov^ai in the art 

25 (See, e.g.. Antibodies: A Laboratory Manual, Cold Spring Haibor Laboratory, 1988; 
incorporated herein by reference). 

Monoclonal antibodies (MAbs) are recognized to have certain 
advantages, e,g,, reproducibility and large-scale production, and their use is generally 
preferred. The invention thus provides monoclonal antibodies of the hmnai^ murine. 
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monkey, rat, hamster, rabbit and even chicken origin. Due to the ease of preparation and 
ready availabihty of reagents, murine monoclonal antibodies will often be preferred. 

However, "humanized" antibodies are also contemplated, as are chimeric 
antibodies from mouse, rat, or other species, bearing human constant and/or variable 
region domains, bispecific antibodies, recombinant and engineered antibodies and 
fragments thereof. Methods for the development of antibodies that are "custom-tailored" 
to the patient's dental disease are likewise known and such custom-tailored antibodies are 
also contemplated. 

The methods for generating monoclonal antibodies (MAbs) generally begin along 
the same lines as those for preparing polyclonal antibodies. Briefly, a polyclonal 
antibody is prepared by immunizing an animal with a LEE or CEE composition in 
accordance with the present invention and collecting antisera from that immunized 
animal. 

A wide range of animal species can be used for the production of antisera. 
Typically the animal used for production of antisera is a rabbit, a mouse, a rat, a hamster, 
a guinea pig or a goat. The choice of animal may be decided upon the ease of 
manipulation, costs or the desired amount of sera, as would be known to one of skill in 
the art. 

The amount of immunogen composition used in the production of polyclonal 
antibodies varies upon the nature of the immunogen as well as the animal used for 
immunization. A variety of routes can be used to administer ttie immunogen including 
but not limited to subcutaneous, intramuscular, intrademaaL intraepidermal, intravenous 
and intraperitoneal. The production of polyclonal antibodies may be monitored by 
sampling blood of the immunized animal at varioxis points following immunization. 

A second, booster dose (e.g,, provided in an injection), may also be given. The 
process of boosting and titering is repeated until a suitable titer is achieved. When a 
desired level of immunogenicity is obtained, the immunized animal can be bled and the 
serum isolated and stored, and/or the animal can be used to generate MAbs. 

For production of rabbit polyclonal antibodies, the animal can be bled through an 
ear vein or alternatively by cardiac puncture. The removed blood is allowed to coagulate 
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and then centrifuged to separate serum components from whole ceUs and blood clots. 
The serum may be used as is for various applications or else the desired antibody fraction 
may be purified by well-known methods, such as affinity chromatography using another 
antibody, a peptide bound to a solid matrix, or by using, e.g., protein A or protein G 

5 chromatography. 

MAbs may he readily prepared through use of well-known techniques, such as 
those exemplified in U.S. Patent 4,196,265, incorporated herein by reference. Typically, 
this technique involves immunizing a suitable animal with a selected immunogen 
composition, e.g., a purified or partially purified protein, polypeptide, peptide or domain, 

10 be it a wild-type or mutant composition. The immunizing composition is administered in 
a manner effective to stimulate antibody producing cells. 

The methods for generating monoclonal antibodies (MAbs) gaierally begin along 
the same lines as those for preparing polyclonal antibodies. Rodents such as mice and 
rats are preferred animals, however, the use of rabbit, sheep or firog cells is also possible. 

15 The use of rats may provide certain advantages (Coding, 1986, pp. 60-61), but mice are 
preferred, with the BALB/c mouse being most preferred as this is most routinely used and 
generally gives a higher percentage of stable fiisions. 

The animals are injected with antigen— either a peptide, portion of a polypeptide, 
or an entire polypeptide, such as MDA-7, generally as described above. The antigen may 

20 be mixed with adjuvant, such as Freund's complete or incomplete adjuvant. Booster 
administrations with the same antigen or DNA encoding the antigen v/ould occur at 
£^roximately two-week intervals. 

FoUowing immunization, somatic cells with the potential for prodndng 
antibodies, specifically B lymphocytes (B cells), are selected for use in the MAb 

25 generating protocol. These cells may be obtained fiom biopsied sple^, tonsils or lynq>h 
nodes, or from a peripheral blood sample. Spleen cells and peripheral blood ceUs are 
preferred, the former because they are a rich source of antibody-producing cells that are in 
the dividing plasmablast stage, and the latter because peripheral blood is easily accessible. 
Often, a panel of animals wiU have been immunized and the spleen of an animal 

30 with the highest antibody titer will be removed and the spleen lymphocytes obtained by 
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homogenizing the spleen with a syringe. Typically, a spleen from an immunized mouse 
contains approximately 5 x lO' to 2 x lO" lymphocytes. 

The antibody-producing B lymphocytes from the immunized animal are then 
fused with cells of an immortal myeloma cell, generally one of the same species as the 
animal that was immunized. Myeloma cell lines suited for use in hybridoma-producing 
fusion procedures preferably are non-antibody-producing, have high fusion efficiency, 
and enzyme deficiencies that render then incapable of growing in certain selective media 
which support the growth of only the desired fused cells (hybridomas). 

Any one of a number of myeloma cells may be used, as are known to those of skill 
in the art (Coding, pp. 65-66, 1986; Campbell, pp. 75-83, 1984). For example, where the 
inununized animal is a mouse, one may use P3-X63/Ag8, X63-Ag8.653, NSl/l.Ag 4 1, 
Sp210-Agl4,FO,NSO/U,MPC-ll,MPCll-X45-GTG 1.7 and S194/5XX0Bul; for rats, 
one may use R210.RCY3, Y3-Ag 1.2.3, IR983F and 4B210; and U-266, GM1500-GRG2, 
LICR-L0N-HMy2 and UC729-6 are all useful in connection with human cell fusions. 

Fusion procedures usually produce viable hybrids at low frequencies, about 
1 X 10"* to 1 X lO"*. HowevCT, this does not pose a problem, as the viable, fused hybrids 
are differentiated from the parental, unfiised cells (particularly the unfused myeloma ceUs 
that would normally continue to divide indefinitely) by culturing in a selective medium. 
The selective medium is generally one that contains an agent that blocks the de novo 
20 synthesis of nucleotides in the tissue culture media. Exenq)lary and prefrared agents are 
aminopterin, methotrexate, and azasorine. 

This culturing provides a population of hybridomas from which specific 
hybridomas are selected. Typically, selection of hybridomas is perfonned by culturing 
the cells by single-clone dilution in microtiter plates, followed by testing the individual 
25 clonal supematants (after about two to three weeks) for the desired reactivity- The assay 
should be sensitive, simple and rapid, such as radioimmunoassays, enzyme 
immunoassays, cytotoxicity assays, plaque assays, dot immunobinding assays, and the 
like. 

The selected hybridomas would then be serially diluted and cloned into individual 
30 antibody-producing cell lines, which clones can then be propagated indefinitely to 
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provide MAbs. The cell lines may be exploited for MAb production in two basic ways. 
First, a sample of the hybridoma can be injected (often into the peritoneal cavity) into a 
histocompatible animal of the type that was used to provide the somatic and myeloma 
cells for the original fusion {e:g., a syngeneic mouse). Optionally, the animals are primed 
with a hydrocarbon, especially oils such as pristane (tetramethylpentadecane) prior to 
injection. The injected animal develops tumors secreting the specific monoclonal 
antibody produced by the fused cell hybrid. The body fluids of the animal, such as serum 
or ascites fluid, can then be tapped to provide MAbs in high concentration. Second, the 
individual cell lines could be cultured in vitro, where the MAbs are naturally secreted into 
the culture medium from which they can be readily obtained in high concentrations. 

MAbs produced by either means may be further purified, if desired, using 
filtration, centrifugation and various chromatogr^hic methods such as HPLC or affinity 
chromatography. Fragments of the monoclonal antibodies of the invention can be 
obtained from the monoclonal antibodies so produced by methods which include 
digestion with enzymes, such as pepsin or papain, and/or by cleavage of disulfide bonds 
by chemical reduction. Alternatively, monoclonal antibody fragments encompassed by 
the present invention can be synthesized using an automated peptide synthesizer. 

4. Immunodetection Methods 

In still further embodiments, the present invention concerns immunodetection 
methods for binding, pmifying, removing, quantifying and/or otherwise generally 
detecting biological components such as MDA-7 expressed message(s), protein(s), 
polypeptide(s) or peptide(s). Some inununodetection methods include enzyme linlced 
immunosorbent assay (ELISA), radioimmunoassay (RIA), immimoradiometric assay, 
fluoroimmunoassay, chemiluminescent assay, bioluminescent assay, and Western blot to 
motion a^few. The steps of various useful immunodetection methods have been 
described in the scientific literature, such as, e.g., Doolittle MH and Ben-Zeev O, 1999; 
Gulbis B and Galand P, 1993; De Jager R et aL, 1993; and Nakamura et al, 1987, each 
incorporated herein by reference. These techniques are well-known to those of skill in 
the art. 
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E. Pharmaceutical Formulations and Delivery 

Jn certain embodiments of the present invention, methods involving delivery of an 
expression construct encoding a MDA-7 protein are contemplated. Li some 
embodiments, the method is directed to delivery of an expression construct encoding an 
immunogen. Alternatively, the expression construct comprises sequence encoding both 
the MDA-7 polypeptide and the immunogen. Examples of diseases and conditions 
involving an immune response include diseases that are prevented or treated with a 
vaccine. Including lung cancer, head and neck cancer, breast cancer, pancreatic cancer, 
prostate cancer, renal cancer, bone cancer, testicular cancer, cervical cancer, 
gastrointestinal cancer, lymphomas, pre-neoplastic lesions in the lung, colon cancer, 
breast cancer, bladder cancer and any other diseases or condition related to an immune 
response that may be treated by administering a MDA-7 polyprotein to enhance an 
induced immune response. 

An "effective amoimt" of the pharmaceutical composition, generally, is defined as 
that amoimt sufficient to detectably and repeatedly to achieve the stated desired result, for 
example, to ameUorate, reduce, minimize or limit the extent of the disease or its 
symptoms. More rigorous definitions may apply, including elimination, eradication or 
cure of disease. 

1. Administration 

In certain specific embodiments, it is desired to kill cells, inhibit cell growth, 
inhibit metastasis, decrease tumor or tissue size and othenvise reverse or reduce die 
malignant phenotype of tumor cells, induce an immune response, or inhibit angiogenesis 
using the methods and compositions of the present invention. The routes of 
administration will vary, naturally, vdth the location and nature of the lesion or site to be 
targeted, and include, eg:, intradermal, subcutaneous, regional, parenteral, intravenous, 
intramuscular, intranasal, systemic, and oral administration and formulation. 

Direct injection, intratumoral injection, or injection into the tumor vasculature is 
specifically contemplated for discrete, soUd, accessible tumors or other accessible target 
areas. Local, regional or systemic administration also may be appropriate. For tumors of 
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" >4 cm, the volume to be admmistered wiU be about 4-10 ml (preferably 10 ml), while for 
tumors of <4 cm, a volume of about 1-3 ml will be used (preferably 3 ml). 

Multiple injections delivered as single dose comprise about 0.1 to about 0.5 ml 
volumes. The viral particles may advantageously be contacted by administering multiple 
5 injections to the tumor or targeted site, spaced at approximately 1 cm intervals. 

Jn the case of surgical intervention, the present invention may be used 
preoperatively, to render an inoperable tumor subject to resection. Alternatively, the 
present invention maybe used at the time of surgery, and/or thereafter, to treat residual or 
metastatic disease. For example, a resected tumor bed may be injected or perfused with a 
10 formulation comprising MDA-7 or an MDA-7-encoding construct together with or in the 
absence of an immunogenic molecule. The perfusion may be continued post-resection, 
for example, by leaving a catheter implanted at the site of the surgery. Periodic post- 
surgical treatment also is onvisioned. 

Continuous perfusion of an expression construct or a viral construct also is 
15 contemplated. The amount of construct or peptide delivered in continuous perfusion can 
be determined by the amoimt of uptake that is desirable. 

Continuous administration also may be applied where appropriate, for example, 
where a tumor or other undesired affected area is excised and the tumor bed or targeted 
site is treated to eliminate residual, microscopic disease. Delivery via sj-ringe or 
20 catherization is some. Such continuous perfusion may take place for a period from about 
1-2 hours, to about 2-6 hours, to about 6-12 hours, to about 12-24 hours, to about 1-2 
days, to about 1-2 wk or longer foUowing the initiation of treatment. Generally, the dose 
of the ther^eutic composition via continuous perfusion wiU be equivalent to that given 
by a single or multiple mjections, adjusted over a period of time during which the 

25 perfiision occurs. 

Treatment regimens may vary as well, and often depend on tumor type, tumor, 
location, immune condition, target site, disease progression, and health and age of the 
patient. Obviously, certain types of tumors will require more aggressive treatment, while 
at the same time, certain patients cannot tolerate more taxing protocols. The clinician 
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will be best suited to make such decisions based on the known efficacy and toxicity (if 

any) of the therapeutic formulations. 

hi certain embodimmts, the tumor or affected area being treated may not, at least 
initially, be resectable. Treatments with therapeutic viral constructs may increase the 
5 resectability of the timior due to shrinkage at the margins or by elimination of certain 
particularly invasive portions. Following treatments, resection may be possible. 
Additional treatments subsequent to resection will serve to eliminate microscopic residual 
disease at the tumor or targeted site. 

A typical course of treatment, for a primary tumor or a post-excision tumor bed, 
10 will involve multiple doses. Typical primary tumor treatment involves a 6 dose 
^plication over a two-week period. The two-week regimen may be repeated one, two, 
three, four, five, six or more times. During a course of treatment, the need to complete 
the planned dosings may be re-evaluated. 

The treatments may include various "unit doses." Unit dose is defined as 
15 containing a predetermined-quantity of the therapeutic composition. The quantity to be 
administered, and the particular route and formulation, are within the skill of those in the 
clinical arts. A xmit dose need not be administered as a single injection but may comprise 
continuous infusion over a set period of time. Unit dose of the present invention may 
conveniently be described in terms of plaque forming units (pfii) or viral particles for a 
20 viral construct. Unit doses range firom 10^ 10^ 10^ 10^ 10^ 10^ 10^ lO'^ lO", 10^^ 
10*^ pfii or viral particles (yp) and higher. 

Protein may be administered to a patient in doses of or of at least 0.01. 0.05, 0.1, 
0.2, 0.3, 0.4, 0.5, 0.6, 0.7, 0.8, 0.9, 1.0, 2.0, 3.0, 4.0, 5.0, 6.0, 7.0, 8.0. 9.0, 10, 15, 20, 30, 
35, 40, 45, 50, 55, iSO, 65, 70, 75, 80, 85, 90, 95, 100, 150, 200, 250, 300, 350, 400, 450, 
25 500, 550, 600, 650, 700, 750, 800, 850, 900, 950, 1000, 2000, 3000, 4000, 5000, 6000, 
7000, 8000, 9000, 10000 or more ng/ml. 

2* Injectable Compositions and Formulations 

In some embodiments, the method for the delivery of an immunogenic molecule, 
an expression construct encoding a MDA-7 protein, MDA-7 protein, and/or an 
30 iinmunogen is via systemic administration. However, the pharmaceutical compositions 
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disclosed herein may alternatively be administered parenterally, subcutaneously, directly, 
intratracheally, intravenously, intradermally, intramuscularly, or even intraperitoneally as 
described in U.S. Patent 5,543,158; U.S. Patent 5,641,515 and U.S. Patent 5,399,363 
(each speciJBcally incorporated herein by reference in its entirety). 

Injection of nucleic acid constructs may be delivered by syringe or any other 
method used for injection of a solution, as long as the expression construct can pass 
through the particular gauge of needle required for injection. A novel needeless injection 
system has recently been described (U.S. Patent 5,846,233) having a nozzle defining an 
ampule chamber for holding the solution and an energy device for pushing the solution 
out of the nozzle to the site of delivery. A syringe system has also been described for use 
in gene therapy that permits multiple injections of predetermined quantities of a solution 
precisely at any depth (U.S. Patent 5,846,225). 

Solutions of the active compoxmds as free base or pharmacologically acceptable 
salts may be prepared in water suitably mixed with a surfactant, such as 
hydroxypropylcellulose. Dispersions may also be prepared in glycerol, liquid 
polyethj'lene glycols, and mixtures thereof and in oils. Under ordinary conditions of 
storage and use, these preparations contain a preservative to prevent the growth of 
microorganisms. The pharmaceutical forms suitable for injectable use include sterile 
aqueous solutions or dispersions and sterile powders for the extemporaneous preparation 
of sterile injectable solutions or dispersions (U.S. Patent 5,466,468, specifically 
incorporated herein by reference in its entirety). In all cases the form must be sterile and 
must be fluid to the extent that easy syringability exists. It must be stable under the 
conditions of manu&cture and storage and must be preserved against the contaminating 
action of microorganisms, such as bacteria and fimgi. The carrier can be a solvent or 
dispersion medium containing, for example, water, ethanol, polyol (e.g,, glycerol, 
propylene glycol, and liquid polyethylene glycol, and the like), suitable mixtures thereof, 
and/or vegetable oils. Proper fluidity may be maintained, for example, by the use of a 
coating, such as lecithin, by the maintenance of the required particle size in the case of 
dispersion and by the use of surfactants. The prevention of the action of microorganisms 
can be brought about by various antibacterial and antifungal agents, for example. 



-83- 



wo 2004/078124 PCT/US2004/006147 
parabens, chlorobutanol, phenol, sorbic acid, thimerosal, and the like. In many cases, it 
will be preferable to include isotonic agents, for example, sugars or sodium chlonde. 
Prolonged absorption of the injectable compositions can be brought about by the use m 

the compositions of agents delaying absorption, for example, aluminum monostearate and 

gelatin. 

For parenteral administration in an aqueous solution, for example, the solution 
should be suitably buffered if necessary and the liquid dilu^it &st rendered isotomc wxth 
sufficient saline or glucose. THese particular aqueous solutions are especially suitable for 
intravenous, intramuscular. subcutaneous. intratumoral and intraperitoneal 
administration. In this connection, sterile aqueous media which can be employed wdl be 
known to those of skill in the art in light of the present disclosure. For example, one 
dosage maybe dissolved in 1 ml of isotonic NaCl sohition and either added to 1000 ml of 
hypodermoclysis fluid or injected at the proposed site of mfusion. (see for example. 
"Remington's Pharmaceutical Sciences" 15th Edition, pages 1035-1038 and 1570-1580). 
Some variation in dosage will necessarily occur depending on the conditionofthe subject 

being treated. IHe person responsible for administration will, in any event, detemmie the 

appropriate dose for the individual subject. Moreover, for human admimstration. 

preparations should meet steritity, pyrogenicity. general safety and purity standards as 

required by FDA Office of Biologies standards. 

Sterile injectable solutions are prepared by incorporating the active compounds m 

the required amount in the appropriate solvent with various of the other ingredients 
enumeratedabove,asrequired.-followedbyfilteredsterili^on. Gently, dispersrons 
arepreparedby incorporating the varioussterilizedactiveingredientsin^ 
which contains the basic dispersion medium and the required other ingredients ftom m^^^ 
enumerated above, hi the case of sterile powders for the preparation of sterile injectable 
solutions, the some methods of preparation are vacmmi^g and freeze-drymg 
techniques which yield a powder of die active ingredient plus any additional desired 
ingredient from a previously sterile-filtered solution thereof 

Tte compositions disclosed herein may be formulated in a neutral or salt fomi. 
, PharmaceuticaUy-acceptable salts, include the acid additiorx salts (formed with the firee 
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amino groups of the protein) and which are foimed with inorganic acids such as, for 
example, hydrochloric or phosphoric acids, or such organic acids as acetic, oxahc, 
tartaric, mandehc, and the like. Salts formed with the free carboxyl groups can also be 
derived from inorganic bases such as, for example, sodium, potassixmi, ammonium, 
calcium, or ferric hydroxides, and such organic bases as isopropylamine, trimethylamine, 
histidine, procaine and the like. Upon formulation, solutions will be administered in a 
manner compatible with the dosage formulation and in such amount as is therapeutically 
effective. The formulations are easily administered in a variety of dosage forms such as 
injectable solutions, drug release capsules and the like. 

As used herein, "carrier" includes any and all solvents, dispersion media, vehicles, 
coatings, diluents, antibacterial and antifungal agents, isotonic and absorption delaying 
agents, buffers, carrier solutions, suspensions, colloids, and the like. The use of such 
media and agents for pharmaceutical active substances is well known in the art. Except 
insofar as any conventional media or agent is incompatible with the active ingredient, its 
use in the therapeutic compositions is contemplated. Supplementary active ingredients 
can also be incorporated into the compositions. 

The phrase "pharmaceutically acceptable" refers to molecular entities and 
compositions that do not produce an allergic or similar untoward reaction when 
administered to a human. The preparation of an aqueous composition that contains a 
protein as an active ingredient is well understood in the art. Typically, such compositions 
are prepared as injectables, either as liquid solutions or suspensions; solid forms suitable 
for solution in,, or suspension in, liquid prior to injection can also be prepared, 
c. Adjuvants 

As is also well known in the art, the immunogenicity of an immunogenic 
molecule, immunogen or peptide composition can be enhanced by the use of non-specific 
stimulators of the immime response, knovm as adjuvants. Suitable adjuvants include all 
acceptable immunostimulatory compounds, such as cytokines, toxins, or synthetic 
compositions. In the present invention, the administering of an effective amount of a 
MDA-7 polypeptide enhances an immune response, thereby functioning as an adjuvant. 
Further, in other embodiments, a molecule that increases expression of PKR is considered 
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to enhance an immune response and can be an acceptable immunostimulatoiy compound 

in the present invention. 

However, other adjuvants may be used in addition to MDA-7 and they include IL- 
1, IL-2, IL-4, IL-7, IL-12, y-interferon, GMCSP, BCG, aluminum hydroxide, MDP 
5 compounds, such as thur-MDP and nor-MDP, CGP (MTP-PE), hpid A, and 
monophosphoryl lipid A (MPL). RIBI, which contains three components extracted from 
bacteria, MPL, trt^alose dimycolate (TDM) and cell wall skeleton (CWS) in a 2% 
squalene/Tween 80 emulsion. MHC antigens may even be used. 

Exemplary, adjuvants include complete Freund's adjuvant (a non-specific 
10 stimulator of the immune response containing killed Mycobacterium tuberculosis), 
incomplete Freund's adjuvants and aluminum hydroxide adjuvant. 

It is contemplated that in addition to MDA-7, other compounds with adjuvant 
activity may be included in certain aspects of the invention. Adjuvants, fimctions and 
mechanisms of delivery are well known in the art. Non-limiting examples of other 
15 adjuvants include Adjumer™ (i.e., PCPP salt; polyphosphazene); Adju-Phos (i.e.. 
Aluminum phosphate gel); Algal Glucan (i.e.. b-glucan; glucan); AlgammuUn (i.e.. 
Gamma inulin/alum composite adjuvant); Alhydrogel (i.e.. Aluminum hydroxide gel; 
alum); Antigen Formulation {Le., SPT, AF); Avridine® (f.e., N,N-dioctadecyl-N',N'- 
bis(2-hydroxyethyl) propanediamine; CP20,961); BAY R1005 (i.e.. N-(2-Deoxy-2-L- 
20 leucylamino-b-D-ghicopyranosyl>N-octadecyldodecanojdamide hydroacetate); Caldtriol 
(i.e., la, 25-dihydi07^yvitamin D3; l,25-di(OH)2D3; 1,25-DHCC; la, 25- 
dihydroxycholecalciferol); Calcium Phosphate Gel (i.e.. Calcium pho^hate); Cholera 
holotoxin (CT) and Cholera toxin B subunit (CTB) {le., CT; CTB subunit; CTB); 
Cholera toxin Al-subunit-ProteinAD-fragment fusion protein CTAl-DD gene 

25 fusion protein); CRL1005 (i-e.. Block Copolymer P1205); Cytokine-containing 
Liposomes (i.e., Cytokine-containing Dehydration Rehydration Vesicles.); DDA {i.e., 
Dimethyldioctadecylammonium bromide; dimetihiyldistearylammonium bromide (CAS 
Registry Number 3700-67-2)); DHEA (i.e., Dehydroepiandrosterone; androstenolone; 
prastetone); DMPC (ie., Dimyristojd phosphatidyl chohne; l,2-dimyiistoyl-sn-3- 
30 phosphatidyl choKne; (CAS Registry Number 18194-24-6)); DMPG (f.e., Dimyristoyl 
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phosphatidylglycerol; sn-3-phosphatidyl glyceroU, 2- dimyristoyl, sodium salt (CAS 
Registry Number 67232-80-8)); DOC/Alum Complex (le., Deoxycholic Acid Sodium 
Salt; DOC /Al(OH)3/ mineral carrier complex); Freund's Complete Adjuvant (i,e., CIA; 
FCA); Freund's Incomplete Adjuvant (Le., IFA;FIA); Gamma Inulin; Gerbu Adjuvant; 
5 GM-CSF (i.e.. Granulocyte-macrophage colony stimulating factor; Sargramostim (yeast- 
derivedrh-GM-CSF)); GMDP (i.e., N-acetylglucosaminyl-(/31-4)-N-acetylmuramyl-L- 
alanyl-D-isoglutamine (CAS Registry Number 70280-03-4)); Imiquimod (i.e., l-(2- 
me1hypropyl)-ffl-imida2o[4,5-c]quinolin-4-amine; R-837; S26308); ImmTher™ (Le., N- 
acetylgJucosaminyl-N-acetyhnuramyl-L-Ala-D-isoGlu-L-Ala-glycerol dipalmitate; DTP- 
ID GDP); Immunoliposomes Containing Antibodies to Costimulatory Molecules (Le., 
Lmmunoliposomes prepared from Dehydration-Rehydration Vesicles (DRVs)); 
Ihterferon-g (Le., Actimmune® (rWFN-ganama, Genentech, Inc.); immune interferon; 
IFN-g; gamma-interferon); Interleukin-ljS (Le., BL-IO; IL-1; human Interleuldn l/J mature 
polypeptide 117-259); Interleukin-2 (i.e., IL-2; T-cell growth factor, aldesleukin (des- 
15 alanyl-1, serine-125 human interleukin 2); Proleukin®; Teceleukin®); Interleukin-7 (i.e., 
JL-7); Interleukin- 12 (i.e., IL-1 2; natural killer cell stimulator}'^ factor (NKSF); cj^otoxic 
l>TOphocyte maturation factor (CLMF)); ISCOM(s)™ (i.e.. Immune stimulating 
complexes); Iscoprep 7.0.3 ™* Liposomes (Le., Liposomes (L) containing protein or Th- 
cell and/or B-cell peptides, or microbes with or without co-entrapped interieukin-2, 
20 BisHOP or DOTMA; A, [L (Antigen)]); Loxoribine (Le., 7-allyl-8-oxoguanosine); LT- 
OA or LT Oral Adjuvant (Le., E. coli labile enterotoxin protoxin); MF59; MONTANIDE 
ISA 51 (Le., Purified IFA; Incomplete Freund's adjuvant); MONTANIDE ISA 720 (i.e., 
metabolizable oil adjuvant); MPL™ (i.e., 3-Q-desacyl-4-monophosphoryl lipid A; 3D- 
MLA); MTP-PE (Le., N-acetyl-I^alanyl-D-isoglutaminyl-L-alanine-2-(l^-dipahnitoyl- 
25 sn-glycero- 3-Oiydroxy-phosphoryloxy)) etfaylamide, mono sodium salt); MTP-PE 
Liposomes (i.e., MTP-PE Antigen presenting liposomes); Murametide (Le., Nac-Mur-D- 
Ala-D-Ghi-OCH3); Murapalmitine (Le., Nac-Mur-L-Thr-D-isoGIn-sn-glyceroI 
dipalmitoyl); D-Murapalmitine (Le., Nac-Mur-D-AIa-D-isoGhi-sn-glycerol dipalmitoyl); 
NAGO (i.e.. Neuraminidase-galactose oxidase); Non-Ionic Surfactant Vesicles (i.e., 
30 NISV); Pleuran (Le., b-glucan; glucan); PLGA, PGA, and PLA (i.e., Homo-and co- 
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polymers of lactic and glycolic acid; Lactide/glycolide polymers; poly-lactic-co- 
glycolide); Pluronic L121 {Le.. Poloxamer 401); PMMA {i.e., Polymethyl methaciylate); 
PODDS™ {i.e., Proteinoid microspheres); Poly rA:Poly rU {le., Poly-adenylic acid-poly- 
uridylic acid complex); Polysorbate 80 ii.e.. Tween 80; Sorhitan monD-9-octadecenoate 
poly(oxy-U- elhanediyl) derivatives); Protein Cochleates; QS-21 (f.e. Stimulon™ QS- 
21 Adjuvant); Quil-A {i.e.. Quil-A saponin, Quillaja saponin); Rehydragel HPA (i.e. 
High Protein Adsorbency Aluminum Hydroxide Gel; alum); Rehydragel LV {te., low 
viscosity aUuminum hydroxide gel; alum); S-28463 4-Amino-otec.-dimethyl-2- 
ethoxymethyl-lH-imidazo[4,5-c]quinoline-l-ethanol); SAF-1 (i-e.. SAF-m; Syntex 
Adjuvant Formulation); Sclavo peptide(f.e.. I L-lb 163-171 peptide); Sendai 
Proteoliposomes. Sendai-containing Lipid Matrices {i.e.. Sendai glycoprotein-contammg 
vesicles; fosogenic proteoliposomes; FPLs); Span 85 {i.e., Arlacel 85, sorbitan trioleate); 
Specol; Squalane(i.^., Spinacane;Robane®;2,6,10,15,19,23-hexamethyltetracosane); 
Squal«ie (Spinacene; Snpraene; 2,6.10,15,19, 23-hexamethyl-2,6,10,14,18,22 
telracosahexaene); Stearyl Tyrosine Octadecyl tyrosine hydrochloride); Iheram.de™ 
(/ e N-acetylglucosaminyl-N-acetylinuramyl-L-Ala-D-isoGlu-I.AM^^ 
propylamide (DTP-DPP)); Threonyl-MDP {i.e., Temmrtide™ ; [thrl]-MDP; N-acet>d 
ni«ramyl-L-threonyl-D-isoghitamine);Ty Particles {Le., Ty-VLPs, (Virus Ldce 
Particles)); Walter Reed Liposomes {i.e.. Liposomes containing lipid A adsorbed to 
aluminum hydroxide, [L(Upid A + Antigen) + Alum]). 

hi addition to adjuvants, it may be desirable to coadminister biologic response 
modifiers (BE3^.4), which have been shown to upregolate T cell immmrity or downregulate 
suppresser cell activity. Such BRMs include, but are not limited to. Cimetidine (OM; 
1200 mg/d) (Smith/Kline, PA); or low-dose Cyclophosphamide (OT; 300 mg/m ) 
(Johnson/ Mead, NJ) and cytokines such as y-interferon, 11.2. or IL-12 or genes encoding 
proteins involved in immune helper functions, such as B-7. 
3. Vaccines 

The present invention includes methods and compositions for preventmg the 
development of cancer or precancer. As such, the invention contemplates vaccines for use 
, in both active and passive immunization embodhnents. Immunogenic compositions. 
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proposed to be suitable for use as a vaccine, may be prepared most readily directly from 
purified MDA-7 prepared in a manner disclosed herein. Preferably the antigenic material is 
extensively dialyzed to remove undesired small molecular weight molecules and/or 
lyophilized for more ready fomiulation into a desired vehicle. 
5 The preparation of vaccines that contain MDA-7 sequences as active ingredients is 

generally well understood in the art by analogy, as exemplified by U.S. Patents Nos. 
5,958,895, 6,004,799, and 5,620,896, all incorporated herein by reference. Typically, such 
vaccines are prepared as injectables either as liquid solutions or suspensions: soUd forms 
suitable for solution in or suspension in liquid prior to injection may also be prepared^ The 

10 preparation may also be emulsified. The active immunogenic ingredient is often mixed 
with excipirats that are phannaceutically acceptable and compatible with the active 
ingredient Suitable excipients are, for example, water, saline, dextrose, glycerol, ethanol, 
or the like and combinations thereof, hi addition, if desired, the vaccine may contain minor 
amounts of auxihary substances such as wetting or emulsifying agents, pH buffering agents, 

1 5 or adjuvants that enhance the eflFectiveness of the vaccines. 

Vaccines may be conventionally administered parenterally, by injection, for 
example, either subcutaneously or intramuscularly. Additional formulations which are 
suitable for other modes of administration include suppositories and, in some cases, oral 
formulations. For suppositories, traditional binders and carriers may include, for example, 

20 polyalkaleoe glycols or triglycerides: such suppositories may be formed fix>m mixtures 
containing the active ingredient in the range of about 0.5% to about 10%, preferably about 
1% to about 2%. Oral formulations include such normal^ employed excipients as, for 
example, pharmaceutical grades of mannitol, lactose, starch, magnesium stearate, sodium 
saccharine, cellulose, magnesium carbonate and the like. These compositions take the form 

25 of solutions, suspensions, tablets, pills, capsules, sustained release formulations or powders 
and contain about 10% to about 95% of active ingredient, preferably about 25% to about 
70%. 

The MDA-7 protein (or fragments thereof) or a nucleic acid encoding all or part of 
MDA-7 may be formulated into the vaccine as neutral or salt forms. Phannaceutically- 
30 acceptable salts include the acid addition salts (formed with the firee amino groups of the 
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peptide) and those that are fonned with inorganic acids such as, for example, hydrochloric 
or phosphoric acids, or such organic acids as acetic, oxalic, tartaric, mandeUc, and the like. 
Salts foimed with the free caiboxyl groupk may also be derived from inorganic bases such 
as, for example, sodium, potassium, ammonium, calcium, or ferric hydroxides, and such 
5 organic bases as isopropylamine, trimethylamine, 2-ethylamino ethanol, histidine, procaine, 
and the like. 

The vaccines are administered in a manner compatible with the dosage formulation, 
and in such amount as will be therapeutically effective and immunogenic. The quantity to 
be administered depends on the subject to be treated, including, e.g., the capacity of flie 

10 individual's immune system to synthesize antibodies and the degree of protection desired. 
Precise amounts of active ingredient required to be administered depend on the judgment of 
the practitioner. However, suitable dosage ranges are of the order of several hundred 
micrograms active ingredient per vaccination. Suitable regimes for initial administration 
and booster shots are also variable, but are typified by an initial administration followed by 

1 5 subsequent inoculations or other adininistrations. 

The manner of application may be varied widely. Any of the conventional methods 
for administration of a vaccine are applicable. These are believed to include oral 
^plication on a solid physiologically acceptable base or in a physiologically acceptable 
dispersion, parenterally, by injection or the like. The dosage of the vaccine will dqjend on 

20 the route of administration and will vary according to the size of the host. 

Various methods of achieving adjuvant effect for tiie vaccine includes use of agents 
such as aluminum hydroxide or phosphate (alum), commonly used as about 0.05 to ^ut 
0.1% solution in phosphate buffered saline, adnnxture with synthetic polymars of sugars 
(Carbopol®) used as an about 0.25% solution, aggregation of the protein in the vaccine by 

25 heat treatment with temperatures rangmg between about IQT to about lOl'^C for a 30-second 
to 2-minute period, respectively. Aggregation by reactivating with pepsin-treated (Fab) 
antibodies to albumin, mixture with bacterial cells such as C parvum or endotoxms or 
lipopolysaccharide components of Gram-negative bacteria, emulsion in physiologically 
acceptable oil vehicles such as mannide mono-oleate (Aracel A), or anulsion with a 20% 
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solution of a perfluorocarbon (Fluospl-DA®) used as a block substitute may also be 
employed. 

In many instances, it will be desirable to have multiple administrations of the 
vaccine, usually not exceeding six vaccinations, more usually not exceeding four 

5 vaccinations and preferably one or more, usually at least about three vaccinations. The 
vaccinations will normally be at fmm two to twelve week intervals, more usually fiom tinree 
to five week intervals. Periodic boosters at intervals of 1-5 years, usually three years, wiU 
be desirable to maintain protective levels of Ihe antibodies. The course of the immunization 
may be followed by assays for antibodies for the supernatant antigens. The assays may be 

10 performed by labeling with conventional labels, such as radionuclides, aizymes, 
fluorescents, and the hke. These techniques are weU known and may be found in a Avide 
variety of patents, such as U.S. Patent Nos. 3,791,932; 4,174,384 and 3,949,064, as 
illustrative of these types of assays. 

4. Combination Treatments 

15 hi certain embodimoits, the compositions and methods of the present invention 

involve an MDA-7 polypeptide, or expression construct coding therefor, in combination 
with other agents or compositions to enhance the effect of MDA-7 or to increase any 
therapeutic, diagnostic, or prognostic effect for which the MDA-7 is being employed. 
These compositions would be provided in a combined amount effective to achieve the 

20 desired effect, for example, the killing of a cancer cell or the inhibition of angiogenesis. 
This process may involve contacting the cells with the ejcpression construct and the 
agent(s) or multiple factor(s) at the same time. This may be achieved by contacting the 
cell with a single composition or pharmacological formulation that inchides both agents, 
or by contacting the ceU wifli two distinct compositions or formulations, at the same time, 

25 wherein one composition includes the expression constiiict and the other includes the 
second agent(s). 

hi one embodiment of the present invention, it is contemplated that mda-7 gene 
ther^y is used in conjunction with immune therapy intervention, in addition to other pro- 
apoptotic, anti-angiogenic, anti-cancer, or cell cycle regulating agents. Alternatively, the 
30 therapy may precede or follow the other agent treatmrait by intervals ranging &om 
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minutes to weeks. In anbodiments where the other agent and expression construct are 
applied separately to the cell, one would generally ensure that a significant period of time 
did not expire between the time of each delivery, such that the agent and expression, 
construct would still be able to exert an advantageously combined effect on the cell, hi 
such instances, it is contemplated that one may contact the cell with both modalities 
within about 12-24 h of each other and, more preferably, within about 6-12 h of each 
other, hi some situatiom, it may be desirable to extend the time period for treatment 
significantly, however, where several d (2, 3, 4, 5, 6 or 7) to several wk (1, 2, 3, 4, 5, 6, 7 
or 8) lapse between the re^ective administrations. 

Various combinations may be employed, for racample geaie therapy is "A" and the 
immunogenic molecule given as part of an immune therapy regime, such as an antigen, is 
"B": 

A/B/A B/A/B B/B/A A/ Am A/B/B B/A/A A/B/B/B B/AfB/B 
B/B/B/A B/B/A/B A/A/B/B A/B/A/B A/B/B/A B/B/A/A 
B/A/B/A B/A/A/B A/A/A/B B/A/A/A A/B/A/A A/AIBIA 
Administration of the therapeutic expression constructs of the present invention to 
a patient will follow general protocols for the administration of such compounds, taking 
into account the toxicity, if any, of the vector. It is expected that the treatment cycles 
would be repeated as nece^ary. It also is contemplated that various standard therapies, as 
weU as surgical intervention, may be applied in combination with the described therapy. 

In specific embodiments, it is contemplated that an antic-cancer therapy, such as 
chemoflierapy, radiotherapy, immunothe!rq)y or other gene flierapy, is employed in 
combination with MDA-7 therapy, as desaibed herein. 

a. Chemotherapy 
Cancer therapies also include a variety of combination therapies with both 
chEsnical and radiation based treatments. Combination chemother^es include, for 
example, cisplatin (CDDP), caiboplatin, procarbazine, mechlorethamine, 
cyclophosphamide, caraptothecin, ifosfemide, melphalan, chlorambucil, busulfan, 
nitrosurea, dactinomydn, daunorubicin, doxorubicin, bleomycin, plicomycin, mitomycin, 
etoposide (VP16), tamoxifen, raloxifene, estrogen receptor binding agents, taxol. 
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gemcitabien, navelbine, famesyl-protein tansferase inhibitors, transplatinum, 5- 
fluorouracil, vincristin, vinblastin and methotrexate, or any analog or derivative variant of 
the foregoing. 

b. Radiotherapy 

Other factors that cause DNA damage and have been used extensively include 
what are commonly known as ^rays. X-rays, and/or the directed delivery of radioisotopes 
to tumor cells. Other forms of DNA damagmg factors are also contemplated such as 
microwaves, proton beam irradiation (US patent 5,760,395 and US patent 4,870,287) and 
UV-irradiation. It is most likely that all of these factors effect a broad range of damage 
on DNA, on the precursors of DNA, on the replication and repair of DNA, and on the 
assembly and maintenance of chromosomes. Dosage ranges for X-rays range from daily 
doses of 50 to 200 roentgens for prolonged periods of time (3 to 4 wk), to single doses of 
2000 to 6000 roentgens. Dosage ranges for radioisotopes vary widely, and depend on the 
half-life of the isotope, the strength and type of radiation emitted, and the uptake by the 
neoplastic cells. 

The terms "contacted" and "exposed/' when applied to a cell, are used herein to 
describe the process by which a therapeutic construct and a chemotherapeutic or 
radiotherapeutic agent are delivered to a target cell or are placed in direct juxtaposition 
with the target cell. To achieve cell killing, for example, both agents are delivered to a 
cell in a combined amount effective to kill the cell or prevent it from dividing, 
e. Immimotlierapy 

In the context of cancer treatment, immunotherapeutics, generally, rely on the use 
of immune effector cells and molecules to target and destroy cancCT cells, Trastuzumab 
OHerceptin™) is such an example. The immune effector may be, for example, an 
antibody specific for some maricer on the surface of a tumor cell. The antibody alone may 
serve as an effector of therapy or it may recruit other cells to actually effect cell killing. 
The antibody also may be conjugated to a drag or toxin (chemoflierapeutic, radionuclide, 
ricin A chain, cholera toxin, pertussis toxin, etc.) and serve merely as a targeting agent. 
Altematively, the effector may be a lymphocyte carrying a surface molecule that interacts. 
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either directly or indirectly, with a tumor cell target. Various effector cells include 
cytotoxic T cells and NK cells. The combination of therapeutic modalities, i.e., direct 
cytotoxic activity and inhibition or reduction of ErbB2 would provide therapeutic benefit 
in the treatment of ErbB2 overexpressing cancers. 

Another immunotherapy could also be used as part of a combined therapy with 
MDA-7. The general approach for combined therapy is discussed below, hi one aspect 
of immunotherapy, the tumor cell must bear some marker that is amenable to targeting, 
te., is not present on the majority of other cells. Many tumor markers exist and any of 
these may be suitable for targeting in the context of the present invention. Common 
tumor markers include carcinoembiyonic antigen, prostate specific antigen, urinary tumor 
associated antigen, fetal antigen, tyrosinase (p97). gp68, TAG-72. HMFG, Sialyl I^s 
Antigen, MucA, MucB, FLAP, estrogen receptor, laminin receptor, erb B and pl55. An 
alternative aspect of immunotherapy is to combine anticancer effects with immune 
stimulatory effects, hnmune stimulating molecules also exist including: cytokines such 
as IL-2, IL-4, 11-12, GM-CSF, gamma-IFN. chemokines such as MIP-1, MCP-1, IL-8 and 
growthVactors such as FLT3 Ugand. Combining immune stimulating molecules, either as 
proteins or using gene delivery in combination with a tumor suppressor such as lilD A-7 
has been shown to raahance anti-tumor effects (Ju e< al., 2000). 

As discussed earlier, examples of immunotherapies currently under investigation 
or in use are immune adjuvants e.g.. Mycobacterium bovis, Plasmodium falciparum, 
dinitrochlorobenzene and aromatic compounds (LT.S. Patent 5,801,005; U.S. Patent 
5,739,169; Hui and Hashimoto, 1998: Christodoulides et oL, 1998), cytokine therapy e.g., 
interferons a, P and y; IL-1, GM-CSF and TNF (Bukowski et al., 199S; Davidson et al., 
1998; HeUstrand et al., 1998) gene therapy e.g., TNF, IL-1, II-2, p53 (Qin et al., 1998; 
Austm-Ward and ViUaseca, 1998; U.S. Patent 5,830,880 and U.S. Patent 5,846 W and 
monoclonal antibodies e.g., anti-ganglioside G^^2, anti-HER-2, anti-pl85; Pietras et al., 
1998; Hambuchi et al., 1998; US. Patent 5,824,311). Herceptin (trastuzumab) is a 
chim^c (mouse-human) monoclonal antibody that blocks the HER2-neu receptor. It 
possesses anti-tumor activity and has been q>proved for use in the treatment of mahgnant 
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tumors (Dilbnan, 1999). It is contemplated that one or more anti-cancer therapies may be 
employed with the MDA-7 therapies described herein. 

A number of different approaches for passive immunotherapy of cancer exist. 
They may be broadly categorized into the following: injection of antibodies alone; 
5 injection of antibodies coi^led to toxins or chemotherapeutic agents; injection of 
antibodies coupled to radioactive isotopes; injection of anti-idiotype antibodies; and 
finally, purging of tmnor cells in bone marrow. 

Preferably, human monoclonal antibodies are employed in passive 
immunotherapy, as they produce few or no side effects in the patient. However, their 
10 application is somewhat limited by their scarcity and have so far only been administered 
intralesionally. Human monoclonal antibodies to ganglioside antigens have been 
administered intralesionally to patients suffering fi^om cutaneous recuixent melanoma (We 
and Morton, 1986). Regression was observed in six out of ten patients, following, daily 
or weekly, intralesional injections. In another study, moderate success was achieved from 
15 intralesional injections of two himian monoclonal antibodies (Trie et al, 1989). 

It may be favorable to administer more than one monoclonal antibody directed 
against two different antigens or even antibodies with multiple antigen specificity. 
Treatment protocols also may include administration of lymphokines or other immune 
enhancers as described by Bajorin et al (1988). The development of human monoclonal 
20 antibodies is described in further detail elsewhere in flie specification. 

In active immunotherapy^ an antigenic peptide, polypeptide or protein, or an 
autologous or allogenic tumor cell composition or "^vaccine" is administered, generally 
with a distinct bacterial adjuvant (Ravindranath and Morton, 1991; Morton et aL, 1992; 
Mitchell et al.y 1990; Mitchell et al, 1993). In melanoma immunotherapy, those patients 
25 who elicit high IgM response often survive better than those who elicit no or low IgM 
antibodies (Morton et al, 1992). IgM antibodies are often transient antibodies and the 
exception to the rule appears to be anti-ganglioside or anticarbohydrate antibodies. 

In adoptive immunotherapy, the patient's circulating lymphocytes, or tumor 
infiltrated lymphocytes, are isolated in vitro, activated by lymphokines such as IL-2 or 
30 transduced with genes for tumor necrosis, and readministered (Rosenberg et al, 1988; 
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1989). To achieve this, one would administer to an animal, or human patient, an 
immimologically effective amount of activated lymphocytes in combination with an 
adjuvant-incorporated anigenic peptide composition as described herein. The activated 
lymphocytes will most preferably be the patient's own cells that were earlier isolated from 
a blood or tumor sample and activated (or "expanded") in vitro. This form of 
immunotherapy has produced several cases of regression of melanoma and renal 
carcinoma, but the percentage of responders were few compared to those who did not 
respond. 

d. Gene Therapy 

In yet another embodiment, a combination treatmmt involves gene th^apy in 
which a therapeutic polynucleotide is administered before, after, or at the same time as an 
MDA-7 polypeptide or nucleic acid encoding the polypeptide. Delivery of an MDA-7 
polypptide or encoding nucleic acid in conjunction with a vector encoding one of the 
folloAving gene products may have a combined therapeutic effect on target tissues. A 
variety of proteins are encompassed within the invention, some of which are described 
below. Table 3 lists various genes tliat may be targeted for gene therapy of some form in 
combination with the present invention. 

i) Inducers of Cellular Proliferation 

The proteins that induce cellular proliferation further fall into various categories 
dq>endent on function. The commonality of all of these proteins is their ability to 
regulate cellular proliferation. For example, a form of PDGF, the sis oncogene, is a 
secreted growth factor. Oncogenes rarely arise from genes encoding growth factors, and 
at the present, sis is the only known naturally-occurring oncogenic growth factor, hi one 
embodiment of the present invention, it is contemplated that anti-sense mENA or siRNA 
directed to a particular inducer of cellular proliferation is used to prevent expression of 
the inducer of cellular proliferation. 

The proteins FMS and ErbA are growth factor recq>tors, like ErbB. Mutations to 
these receptors result in loss of regulatable function. For example, a point mutation 
affecting the transmembrane domain of the Neu receptor protein results in the neu 
oncogene. The erbA oncogene is derived from flie intracellular receptor for thyroid 
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honnone. The modified oncogenic ErbA receptor is beUeved to compete with the 
endogenous thyroid hormone receptor, causing uncontrolled growth. 

The largest class of oncogenes includes the signal transducing proteins (e.g., Src, 
Abl and Ras). The protein Src is a cytoplasmic protein-tyrosine kinase, and its 
5 tiansfoimation from pioto-oncogene to oncogene in some cases, results via mutations at 
tyrosine residue 527. In contrast, transformation of GTPase protein ras from proto- 
oncogene to oncogene, in one example, results from a valine to glycine mutation at amino 
acid 12 in the sequence, reducing ras GTPase activity. 

The protems Jun, Fos and Myc are proteins that directly exert flien: effects on 
10 nuclear functions as transcription factors. 

ii) Inhibitors of Cellular Proliferation 
The tumor suppressor oncogenes function to inhibit excessive cellular 
proliferation. The inactivation of these genes destroys their inhibitory activity, resulting 
in unregulated proliferation. The tumor suppressors p53, mda-7, FHIT, pl6 and C-CAM 

15 can be employed. 

In addition to p53, another inhibitor of cellular proliferation is pl6. The major 
transitions of the eukaryotic cell cycle are triggered by cyclin-dependent kinases, or 
CDK's. One CDK, cyclin-dependent kinase 4 (CDK4), regulates progression through the 
Gi. The activity of this oizyme may be to phosphorylate Rb at late Gi. The activity of 

20 CDK4 is controlled by an activating subunit, D-type cyclin, and by an inhibitory subunit, 
the pie"^" has been biochemically characterized as a protein that specifically binds to 
and inhibits CDK4, and thus may regulate Rb phosphorjiation (Serrano et ai., 1993; 
Serrano et al, 1995). Since the pl6'^'' protein is a CDK4 inhibitor (Serrano, 1993), 
deletion of this gene may increase the activity of CDK4, resulting in 

25 hyperphosphorylation of the Rb protein. pl6 also is known to regulate the fimction of 
CDK6. 

pi 6°^'* belongs to a newly described class of CDK-inhibitory proteins that also 
includes pl6^ pl9, p21^^', and p27'^'. The ^16"^' gene maps to 9p21, a 
chromosome region frequentty deleted in many tumor types. Homozygous deletions and 
30 mutations of the pld"^" gene are frequent in human tumor cell lines. This evidence 
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s„gg«.s U» pl6-' gene i. a ^ suppr^-r gene. W^P^.a.ion has been 
oMenged. however, by «,e obs«,a«on ta. fl« ft»,»ency of pl6-' gene al- 
ls n»ch lower in primary «nc»l.u«d «m.o,s ton in cultoed eel, lines (Caldas e. ol 
1994- Cheng « »/.. 1994; Hussnssi^, « al.. 1994; Kan.b a/.. 1994; Kamb e, al.. 1994; 
Mori « al.. 1994; Okamoto ^ al, 1994; Nobori « 1995; Orlow e, 1994; Axap e, 
al 1995) Restoration of wild-WeplS'^'toetion by tianrfeotionwilh a plasnud 
expression vector red»:ed colony fcnoatton by some human c^cer cdl lines (Okamoto. 

1994; Arap, 1995). . . , j „k 

Other genes thai may be employed acconjing to the present inventton mclude Eb, 
APC DCC NF-1 NF.2. WT-1, MEN-I, MEN-D. zacl. p73. VHL. MMACl / PTON, 
DBc'cR-l. FCC. rsk.3. p27, p27/pl6 ftsions. p21/p27 fiisions. anti-thrombotic gen« 
(. g. COX-1, WPI). PGS. Dp. E2F. ras. myc. neu. raf. erb. fim. trK ret to. M. 
BIA. p300. genes involved in angiogenesis (eg., VEGF, FGF, thrombospondm, BAI-I, 

GDABF, or their recq>tors) and MCC. 

ill) Regulators of Programmed Cell Death 
Apoptosis. or programmed cell death, is an essential process for nom.al 
embryonic development, maintaming homeostasis ta «^ tissues, and snppressmg 
carcinogenesis (Km e, ol, 1972). Bcl-2 family of proteins and ICE-like proteases 
have been demonstiated to be hnportant regnlators and effectors of apoptosis m other 
systems The Bcl-2 protein, discovered in association vrith follicular lymphoma, plays a 

prominent rote to controlling apoptosis and enhancing cell survival in response U, dtverse 
ap^totic stimuU (BaBrshi et at. 1985; Qeary and SMar, 19S5; Oeary e< «/., 19S6; 
Tsujimoto e, a,.. 19S5; Tsujonoto and Croce. 1986). The evolutionarfly cons^ved BcM 
protein nov, is recognized to be a member of a ftmily of related proteins, which can be 
categorized as death agonists or death antagonists. 

Subsequent to its discovery, it was shown that Bcl-2 acts to sup,^ ceU death 
triggered by a variety of stimuH. Also, it now is apparent that there is a ftmdy of Bcl-2 
cen deam regulatory protems which share m common stnrcnnal and se<,ue«» 
homologies. Tlese diflerent family members have been shown to eiflrer possess smular 
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" functions to Bcl-2 (e,g,, BcIxl, Bclw, Bcls, McH, Al, Bfl-1) or counteract Bcl-2 function 
and promote cell death ie.g„ Bax, Bak, Bik, Bim, Bid, Bad, Harakiri). 

5. Surgery 

Approximately 60% of persons with cancer will undergo surgery of some type, 

5 which includes preventative, diagnostic or staging, curative and palUative surgery. 
Curative surgery is a cancer treatment that may be used in conjunction with other 
therapies, such as the treatment of the present invention, chemotherapy, radiotherapy, 
hormonal therapy, gene therapy, inraiunotherapy and/or alternative therapies. 

Curative surgery includes resection in which all or part of cancerous tissue is 

10 physically removed, excised, and/or destroyed. Tumor resection refers to physical 
removal of at least part of a tumor. In addition to tumor resection, treatment by surgery 
includes laser surgery, cryosurgery, electrosurgery, and microscopically controlled 
surgery OVIohs' surgery). It is further contemplated that the present invention may be 
used in conjunction with removal of superficial cancers, precancers, or incidental 

15 amounts of normal tissue. 

Upon excision of part of all of cancerous cells, tissue, or tumor, a cavity may be 
formed in the body. Treatment may be accompUshed by perfusion, direct injection or 
local application of the area with an additional anti-cancer therapy. Such treatment may 
be repeated, for example, every 1, 2, 3, 4, 5, 6, or 7 days, or every 1, 2, 3, 4, and 5 weeks 

20 or every 1, 2, 3, 4, 5, 6, 7, 8, 9, 10, 1 1, or 12 months. These treatments may be of varying 
dosages as weD. 

6. Other ngents^ 

It is contemplated that other agents may be used in combination with the present 
invention to improve the therapeutic efficacy of treatment. These additional agents 

25 include inmiunomodulatory agents, agents that affect the upregulation of cell surface 
receptors and GAP junctions, cytostatic and differentiation agents, inhibitors of cell 
adhesion, agents that mcrease the sensitivity of the hyperproliferative cells to apoptotic 
inducers, or other biological agents. Immunomodulatory agents include tumor necrosis 
factor; interferon alpha, beta, and gamma; IL-2 and other cytokines; F42K and other 

30 cytokine analogs; or MIP-1, MlP-lbeta, MCP-1, RANTBS, and other chemokines. It is 
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further contemplated that the upregulation of cell surface receptors or their ligands such 
as Fas / Fas ligand, DR4 or DR5 / TRAIL (Apo-2 ligand) would potentiate the apoptotic 
inducing abilities of the present invention by establishment of an autocrine or paracrine 
effect on hyperproliferative cells. Increases interceUular signaling by elevating the 
number of GAP junctions would increase the anti-hypeiproliferative effects on the 
neighboring hyperproliferative cell population. In other embodiments, cytostatic or 
differentiation agents can be used in combination with the present invention to improve 
the anti-hyerproliferative efficacy of the treatments. h)hibitors of cell adhesion are 
contemplated to improve the efficacy of the present invention. Examples of cell adhesion 
inhibitors are focal adhesion kinase (FAKs) inhibitors and Lovastatin. It is further 
contemplated that other agents that increase the sensitivity of a hypeiprolifexative cell to 
apoptosis, such as the antibody c225, could be used in combination with the present 
invention to improve the treatment efficacy. 

Apo2 ligand (Apo2L, also called TOAIL) is a member of the tumor necrosis factor 
(TNF) cytokine family. TRAIL activates rapid apoptosis in many types of cancer cells, 
yet is not toxic to normal cells. TRAIL mRNA occurs in a wide variety of tissues. Most 
normal cells appear to be resistant to TRAIL'S cytotoxic action, suggesting the existence 
of mechanisms that can protect against apoptosis induction by TRAIL. Ihe first receptor 
described for TRAII, called death receptor 4 (DR4), contains a cytoplasmic "death 
domain"; DR4 transmits the apoptosis signal carried by TRAIL. Additional receptors 
have been identified that bind to TRAIL. One receptor, called DR5, contains a • 
cytoplasmic death domain and signals apoptosis much like DR4. The DR4 and DR5 
mRNAs are expressed in many normal tissues and tumor cell lines. Recently, decoy 
receptors such as DcRl and DcR2 have been identified that prevent TRAIL from 
inducing apoptosis through DR4 and DR5. These decoy receptors thus represent a novel 
mechanism for regulating sensitivity to a pro-apoptotic cytokine directly at the ceU's 
surface. The preferential expression of these inhibitory recq>tors in normal tissues 
suggests that TRAIL may be usefiil as an anticancer agent that induces apoptosis in 
cancer cells while sparing normal cells. (Marsters et al., 1999). 
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Tliere have been many advances in the therapy of cancer following the 
introduction of cytotoxic chemotherapeutic drugs. However, one of the consequences of 
chemotherapy is the development/acquisition of drug-resistant phenotypes and the 
development of multiple drug resistance. The development of drug resistance remains a 
5 major obstacle in the treatment of such tumors and therefore, there is an obvious need for 
alternative approaches such as gene therapy. 

Another fomi of therapy for use in conjunction with chemotherapyi radiation 
therapy or biological therapy includes hyperthermia, which is a procedure in which a 
patient's tissue is exposed to high temperatures (up to 106**F). External or internal 
10 heating devices may be involved in the application of local, regional, or whole-body 
hyperthemiia. Local hyperthemiia involves the application of heat to a small area, such 
as a tumor. Heat may be generated externally with high-frequency waves targeting a 
tumor from a device outside the body. Internal heat may mvolve a sterile probe , 
including thin, heated wires or hollow tubes filled with warm water, implanted 
15 microwave antennae, or radiofrequency electrodes. 

A patient's organ or a limb is heated for regional therapy, which is accomplished 
using devices that produce high energ>^ such as magnets. Alternatively, some of the 
patient's blood may be removed and heated before being perifiised into an area that will be 
intemally heated. Whole-body heatmg may also be implemented in cases Avhere cancer 
20 has spread ttiroughout the body. Warafi-water blankets, hot wax, mductive coils, and 
thermal chambers may be used for this purpose. 

Hormonal therapy may also be used in conjunction vnih the present invention or 
in combination wife any other cancer therapy previously described. The use of hormones 
may be employed in the treatment of certain cancers such as breast, prostate, ovarian, or 
25 cervical cancer to lower the level or block the effects of certain homiones such as 
testosterone or estrogen. This treatment is often used in cornbination with at least one 
other cancer therapy as a treatment option or to reduce the risk of metastases. 
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TABLES 
Oiico2enes 



Gene 



Source 



Human Disease 



Function 



Growth Factors 

HST/KS 
IhlT-2 

INTI/Wim 

SIS 



Tramfection 
MMTV promoter 

Insertion 
MMTV promoter 

Insertion 
Simian sarcoma virus 



Receptor Tyrosine Kinases 
ERBB/HER Avian erythroblastosis 

Virus; ALV promoter 
Insertion; anqplified 
Human tumors 
Transfected from rat 
Glioblastomas 



ERBB-2/NEU/HER-2 

FMS 
KIT 

TRK 

hdET 

RET 



ROS 

Pi>GF receptor 
rGF-/? receptor 



SM feline sarcoma virus 
HZ feline sarcoma viras 

Transfection from 
Human colon cancer 

Transfection from 
Human osteosarcoma 

Translocations and point 

mutations 



URU avian sarcoma 

Virus 
Translocation 



NONRECEPTOR TYROSD^; KINASES 
ABL AbelsonMnl.V 



FPS/FES 



LCK 



Amplified, deleted . 
Squamous cell 
Cancer; ghoblastoma 

Anoplifred breast. 
Ovarian, gastric 
cancers 



Avian Fujinami SV;GA 
FeSV 

Mul. V (murine leukemia 
Virus) promoter 
Insertion 



Sporadic thyroid cancer; 
familial medullary 
thyroid cancer; 
multiple endocrine 
neoplasias 2A and 2B 



Chronic 
M^'elomonocytic 
Leukemia 

Colon carcinoma 
mismatch mutation 
target 



Chronic myelogenous 
leukemia translocation 
withBCR 



FGF family member 
FGF family member 
Factor-like 
PDGFB 



EGF/TGF-a/ 
Anphiregulin/ 
Hetacellulin receptor 

Regulated by NDF/ 

Heregulin and EGF- 

Related factors 
CSF-1 receptor 
MGF/Steel receptor 

Hematopoieis 
NGF (nerve growth 

Factor) receptor 
Scatter factor/HGF 

Receptor 
Orphan recqptor Tyr 



Orphan receptor Tyr 

Kinase 
TEL(ETS-hke 

transcription factor)/ 

PDGF receptor gene 

Fusion 



Interact with RB, RNA 
polymerase, CRK, 
CBL 



Src famfly; T cell 
signaling; interacts 
CD4/CD8 T cells 
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Gene 



Source 



Human Disease 



Function 



SRC 



YES 



Avian Rous sarcoma 
Virus 



Avian Y73 virus 



SERHTO PROTEIN KINASES 

ylf^T AKT8 xnurine retrovirus 



MOS 

PIM-l 
RAF/MIL 



Maloney murine SV 



Promoter insertion 

Mouse 
361 1 murine SV; MH2 

avian SV 



MISCELLANEOUS CELL SURFACE 



APC 
DCC 

E-cadherin 



PTC/NBCCS 



TAN-X Notch 
homologue 



Tumor suppressor 
Tumor suppressor 
Candidate tumor 
Suppressor 

Tumor suppressor and 
Drosophilia homology 



Translocation 



Colon cancer 
Colon cancer 
Breast cancer 



Nevoid basal cell cancer 
syndrome (Gorlrne 
syndrome) 



T-ALI. 



MISCELLANEOUS SIGNALING 
BCL-2 Translocation 
CBL MuCasNS-lV 



B-ceU Iyn^>homa 



CRIC 
DPC4 
MAS 
NCK 



CTIOIOASV 

Tumor suppressor 

Transaction and 
Tumorigeoicily 



Pancreatic cancer 



GUANINE NUCLEOTIDE EXCHANGERS AND BINDING PROTEINS 

Translocated with ABL 
inCML 

DBL Traaasfection 
GSP 

j^f.j Hereditary tumor Tumor suppressor 

Suppressor 

OST Transfection 



neurofibromatosis 



Membrane-associated 
Tyr kinase with 
signaling function; 
activated by receptor 
kinases 

Src family; signaling 



Regulated by PI(3)K?; 

regulate 70-kdS6k? 
GVBD; cystostatic 

factor; MAP kinase 

kinase 



Signaling in RAS 
Pathway 



Interacts with catenins 

CAM domains 

Extracellular homotypic 
binding; intracellular 
interacts with catenins 

12 transmembrane 
domain; signals 
through Gli homogue 
CI to antagonize 
hedgehog pathway 

Signaling 



Apoptosis 
Tyrosine- 

Phosphorylated RING 

finger interact Abl 
Adapted SH2/SH3 

interact Abl 
TGF-p-related signaling 

Pathway 
Possible angiotensia 

Receptor 
Adaptor SH2/SH3 



Exchanger; protein 

Kinase 
Exchanger 

RAS GAP 

Exchanger 
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Gene 



Source 



Human Disease 



Function 



Harvey-Kirsten, Yi-RAS 



VAV 



HaRatSV;KiRaSV; 

Balb-MoMuSV; 

Transfection 
Transfection 



Point mutations m many 
human tumors 



NUCLEAR PROTEINS AND TRANSCRIPTION FACTORS 



BRCAJ 

BRCA2 
ERBA 

ETS 
EVIJ 

FOS 

GLI 



Heritable suppressor 

Heritable suppressor 
Avian erythroblastosis 

Virus 
Avian E26 virus 
MuLV promotor 

Insertion 
FBI/FBR murine 
osteosarcoma viruses 
Amplified glioma 



HMGJ/UM 



JUN 



MLL/VHRX+ ELI/MEN 



mc 



N-MYC 

L-mc 

REL 



SKI 
VHL 

WT-1 



Mammary 

cancer/ovaiian cancer 
Mammaiy cancer 



AML 



Glioma 



Translocation <(3:12) 
r(12:15) 



ASV-17 

Translocation/fusian 
ELL with MLL 
Tritborax-like gene 



Avian myeloblastosis 
Virus 

Avian MC29; 
Translocation B-cell 
Lyn^>homas; promoter 
Insertion avian leukosis 
Virus 

Amplified 

Avian 

Retrictiloendotheliosis 

Virus 
Avian SKV770 

Retrovirus 
Heritable suppressor 



Lipoma 



Acute myeloid leukemia 



Bu&itt's lymphoma 



Neuroblastoma 
Lung cancer 



Von Hippel-Landau 
syndrome 

Wibn's tumor 



Signal cascade 
S112/S1 13; exchanger 

Localization unsettled 

Function unknown 
Thyroid hormone 

receptor (transcription) 
DNA binding 
Transcription factor 

Transcription factor 
with c-JUN 

Zinc finger; cubitus 
intemq[>tus homologue 
is in hedgehog 
signaling pa&way; 
inhibitory link PTC 
and hedgehog 

Gene fusions high 
mobility group 
HMGI'C (XT-hook) 
and transcription factor 
LIM or acidic domain 

Transcription factor 
AP-1 with FOS 

Gene fusion of DNA- 
binding and methyl 
transferase IMLL with 
ELIKNApoin 
elongation factor 

DNA binding 

DNA binding with 
MAX partner; cyclin 
regulation; interact 
RB?; regulate 
apoptosis? 



NF-kB family 
transcr^tion factor 

Transcription factor 

Negative regulator or 
elongin; transcriptional 
elongation conq;>lex 

Transcription fact<»' 
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Gene 



Source 



Human Disease 



Function 



CELL CYCLE/DNA DAMAGE RESPONSE 
ATM Hereditary disorder 



BCL-2 
FACC 



FHIT 

hMLI/MutL 

HMSH2/MMtS 

HPMSl 

hPMS2 

JNK4/MTS1 



JNK4B/MTS2 

liWM'2 

p53 



PRADl/BCLl 



RB 



XPA 



Translocation 
Point mutatioii 



Fragile site 3pl4.2 



Adjacent INK-4B at 
9p21; CDK complexes 



Amplified 

Association with SV40 
T antigen 



Translocation with 
Parathyroid hormone 
orlgG 

Hereditary 
Retinoblastoma; 
Association with many 
DN A vims tumor 
Antigens 



Ataxia-telangiectasia 



Follicular lymphoma 
Fanconi*s anemia group 

C (predisposition 

leukemia 
Lung carcinoma 



HNPCC 
HNPCC 
HNPCC 
HNPCC 

Candidate MTSl 
suppressor and MLM 
melanoma gene 

Candidate suppressor 

Sarcoma 

Mutated >50% human 
tumors, inchiding 
hereditary Li-Fraumeni 
syndrome 

Parathyroid adenoma; 
B-CLL 

Retinoblastoma; 
osteosarcoma; breast 
cancer; other sporadic 
cancers 

xeiodemia 
pigmentosum; skin 



ProteinAipid kinase 
homology; DNA 
damage response 
upstream in P53 
pathway 

Apoptosis 



Histidine triad-related 
diadenosine 5',3""- 
P'.p'* tetraphosphate 
asynmietric hydrolase 

Misnoatch repair; MutL 
Homologue 

Mismatch repair; MutS 
Homologue 

Mismatch repair; MutL 
Homologue 

Mismatch repair; MutL 
Homologue 

pi 6 CDK inhibitor 



pi 5 CDK inhibitor 
Negative regulator p53 
Transcription factor; 
checkpoint control; 



cancer 



[on 



CyclinD 



Interact cyclin/cdk; 
regulate E2F 
transcription factor 



Excision repair; photo- 
product xecognitioi^ 
zinc finger 
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e. Immunogenic Polypeptides/Peptides and Nucleic Acids 

In yet another embodiment, the immunogenic molecule is a provided as part of a 
therapy regime. The immunogenic molecule may be provided directly or it may be 
provided as an expression vector encoding the immunogenic molecule. Delivery of a 
5 vector encoding mda-7 in conjuction with a second vector encoding one of the following 
gene products will have a combined inducing effect on target tissues. Alternatively, a 
single vector encoding both genes may be used. 

(i) Antigens 

hi certain embodiments, the present invention is directed to improving immime 
10 therapy. An immune response against a tumor antigen can also be implemented with 
MDA-7. Tumor antigens include PSA, CEA, MART, MAGEl, MAGE3, gplOO, BAGE, 
GAGE, TRP-1, TRP-2, PMSA, Mycobaterium tuberculosis soluble factor (Mtb), phenol 
soluble modulin (PSM), CMV-G, CMV-M, EBV capsid-EB nuclear antigen (EBNA), 
gpl20, gp41, tat, rev, gag, toxa antigen, rubella antigen, mumps antigen, alpha- 
15 fetoprotem (AFP), adenocarcinoma antigen (ART-4), CAMEL, CAP-I, CASP-8, 
CDC27m, CDK4/m, CEA, CT, Cyp-B, DAM, ELF2M, ETV6-AMLI, ETS G250, GnT- 
V, HAGE, HER2/neu, HLA-A*{)201-R1701, HPV-E7, HSP 70-2M, HST-2, hTERT, 
ICE, KIAA 0205, LAGE, LDIIMFUT, MCIR, MUCI, MUM-1, MUM-2, MUM-3, 
NA88-A, NY-ESO-I, pl5, Pml/RARalpha, PRAME, PSM, RAGE, RUl, RU2, SAGE, 
20 SART-1, SART-3, TEL/AIvlLl, TPI/m, or WTl. Uses for inducing a response against 
tujcnor antigens are specifically contemplated and can be found in U.S. Patents 5,552,293 
and 6,132,980, which are specifically incorporated by reference. 
3. Vaccines 

The present invention includes methods and compositions for preventing the 
25 development of cancer or precancer. As such, the invration contemplates vaccines for use 
in both active and passive immunization embodiments. Immunogenic compositions, 
proposed to be suitable for use as a vaccine, may be prepared most readily directly finom 
purified MDA-7 prepared in a manner disclosed herein. Preferably the antigenic material is 
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extensively dialyzed to remove undesired small molecular weight molecules and/or 
lyophilized for more ready formulation into a desired vehicle. 

The preparation of vaccines that contain MDA-7 sequences as active ingredients is 
generally well understood in the art by analogy, as exemplified by U.S. Patents Nos. 
5 5,958,895, 6,004,799, and 5,620,896, all incorporated herein by reference. Typically, such 
vaccines are prepared as injectables either as liquid solutions or susprasions: solid forms 
suitable for solution in or suspension in liquid prior to injection may also be prepared. The 
preparation may also be emulsified. The active immunogenic ingredient is often mixed 
with excipients that are pharmaceutically acceptable and compatible with the active 

10 ingredient Suitable excq>ients are, for example, water, saline, dextrose, glycerol, ethanol, 
or the like and combinations thereof. In addition, if desired, the vaccine may contain minor 
amounts of auxiliary substances such as wetting or emulsifying agents, pH buffering agents, 
or adjuvants that enhance the effectiveness of the vaccines. 

Vaccines may be conventionally administered parenterally, by injection, for 

15 example, either subcutaneously or intramuscularly. Additional formulations which are 
suitable for oflier modes of administration include suppositories and, in some cases, oral 
formulations. For suppositories, traditional binders and canriers may include, for example, 
polyalkalene glycols or triglycerides: such suppositories may be formed from mixtures 
containing the active ingredient in the range of about 0.5% to about 10%, preferably about 

20 1% to about 2%. Oral formulations include such normally employed excipients as, for 
example, pharmaceutical grades of mannitol, lactose, starch, magnesiujn stearate, sodium 
saccharine, cellulose, magnesium carbonate and the lilce. These compositions take the form 
of solutions, suspensions, tablets, pills, c^sules, sustained release formulations or powders 
and contain about 10% to about 95% of active ingredient, preferably about 25% to about 

25 70%. 

The MDA-7 protein (or firagments thereof) or a nucleic add encoding all or part of 
MDA-7 may be formulated into the vaccine as neutral or salt forms. Phaimaceutically- 
acceptable salts include the acid addition salts (formed with the firee amino groups of the 
peptide) and those that are formed with inorganic acids such as, for example, hydrochloric 
30 or phosphoric acids, or such organic acids as acetic, oxaUc, tartaric, mandelic, and the like. 
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salts f<»™ed »M, fte fiee crtoxyl groups „^ also be derived fen, inorganic bases ^b 
as. fo, example, sodinn,, potessinn^ an»noni™. calci™. or fenio hyd„>xides, and snob 
orgamo bases as isop,o,^. «n«U^hou„e, 2.ed,y,an^ ed,anoi. bistidine. procaine 
and the like. ' 

5 in a manner cornpaftle Witt, ae dosage fo™d«i«^ 

and B. snob an.o«t as «in be tt,e«penSca«y effecHve and i„„„„«,gerio. lie qnand^, u> 
b. adn^i^n^tered depends on tt,e subjeo. .„ be treated, including e.,.. tt« capacity of the 
nad,v,d„a.-s in»„ne system to syntttesize andbodies and the degree of p^tection desired 
Precse amounts of active ingredient reqnired to be adnrimaered depend on the jndgment of 
the practidoner. However, snitable dosage ranges are of fl» or*, of several hundred 
mtcrograms active ingredient per vaccination Suitabl. regimes for initial administnttion 
and booster shots are also variable, bnt are typified by an initial administration foflowed by 
subsequent moculations or other administrafions. 

Tl-emam^-ofapplicatfon maybe varied widely. Aayofflie conventional methods 
for adnunistradon of a vt^e are „licable. Ilese an, believed to incWe oral 
apphcadon on a solid phydologically base or in a physiologically acceptable 

ton. parent^aUy, by injection or tt« lite. 11» dosage of the vaccine will ^ „n 
the route of adminislnaion and will vary accorfing to the size of the host 

Various meUK>ds of achieving adjuvant effect for the vaccine includes use of agents 
^h a. aluminum Mro>dde or phosphate (alum), commonly used as about 0.05 to about 
0.1% soh^on in phosphate huflerei saline admi.,.^ wia synthetic polymers of sugars 
(CarbopoW) used as an about 0.25% somon. ag^gation of the protein in a^e vaccine by 
keat t^atmem witt, temperaUtres ranging between about 70" to about lOlX for a 30.se«„Kl 
to 2-nrmMe period, respecttvely. Aggregation by reactivating with pepAMrealed (Fab) 
anbhod.es to albumin, mixb^e with bacterial cells s»* as C. ^ or endotoxins or 
bpopolysaccharide compone«s of Gram-negafive bacteria. «u„lsio„ j, physiologically 
acceptable oil vehicles such as mannide mc»K>.,ea,e (An.ce. AX or emnlsicn ^ , 20% 

solubon of a perfl„on>ca,hon (Fluosol-DA®) used as a block substitute m^ also be 

employed. 
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In many instances, it will be desirable to have multiple administrations of the 
vaccine, usually not exceeding six vaccinations, more usually not exceeding four 
vaccinations and preferably one or more, usually at least about three vaccinations. The 
vaccinations wiU normally be at from two to twelve week intervals, more usually from three 

5 to five week intervals. Periodic boosters at intervals of 1-5 years, usually three years, will 
be desirable to maintain protective levels of the antibodies. The course of the immunization 
may be followed by assays for antibodies for the supernatant antigens. The assays may be 
performed by labeling with conventional labels, such as radioiiucUdes, enzymes, 
fluorescents, and the like. These techniques are weU known and may be found in a wide 

10 variety of patents, such as U.S. Patent Nos. 3,791.932; 4,174384 and 3,949,064, as 
illustrative of these types of assays. 

F. Identification of an Immunogenic Molecule 

The present invention exploits the observation that MDA-7 up-regulates the 
interferon induced, ds-RNA dependent serine/threonine protein kinase (PKR). PKR 

15 appears to mediate anti-tumorigenic activity through the activation of multiple 
transduction pathways cuhninating in growth inhibition and apoptosis induction. 
Activation of these pathways occurs after the latent, inactive homodimeric form is 
induced by activating signals to undergo conformational changes leading to auto- 
phosphorylation and activation (Vattem et al, 2001). Once activated, PKR is able to 

20 phophorylate various substrate targets, which are important in growth control and 
apoptosis induction (Saelens et at, 2001; Sudhaifear et al, 2000). 

The activation ofPKR is a critical event in Ad-mda7 apoptosis. The inhibition of 
PKR with the specific threonine/kinase inhibitor, 2 amino-purine (2-AP) led to almost 
complete reversal of Ad-mda7 apoptosis and abrogation of eIF-2a phosphorylation and 

25 protein synthesis inhibition. The inhibition of protein synthesis may be critical to the 
induction of ^optosis possibly because of regulation of one or more short-lived proteins 
involved in apoptosis inhibition. Alternatively, other pafliways controlled by PKR may 
be important such as those involved in regulation of NF-/tB, p53, MEK, IRF-1 or FADD 
(Jagus et aL, 1999; Gil et al. 1999; Cuddihy et al., 1999; Balachandran et al., 1998). 
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Even though multiple pathways may be iavolved, PKR activation is critical for 
Ad-mda7 apoptosis since MEFs lacking PKR were unable to undergo apoptosis as 
opposed to MEFs with vwld-type PKR. This inhibition of apoptosis appeared specific to 
mda-7 since transduction of MEFs lacking PKR with the pro-apoptotic Ad-Bak vector 

5 lead to unimpaired apoptosis. A model for these observations was synthesized in which 
MDA-7 and PKR are upstream of the pro-apoptotic Bak gene in the apoptosis cascade. In 
this model, MDA-7 induces PKR activation which leads to various cellular pathways that 
then induce caspase activation and apoptosis induction. Bak, being downstream of PKR, 
is not dependent on PKR activation to induce apoptosis. The data also indicated BID 

10 cleavage and caspase 8 activation, which is consistent with other work in the art that have 
demonstrated that PKR apoptosis is often mediated through activation of Fas, FADD, 
caspase-8 and BID (Balachandran et aL, 1998). 

Thus, adenoviral-mediated overexpression of MDA-7 led to the rapid induction 
and activation of PKR with subsequent phosphorylation of eIF-2a, other PKR target 

15 substrates and apoptosis induction. Specific inhibition of PKR by 2-AP in lung cancer 
cells abrogates Ad-mda7 induced PKR activation, PKR substrate target phosphorylation 
and apoptosis induction. As evidenced by PKR null fibroblasts, Ad-mda7 apoptosis is 
dependent on a fimctional PKR pathway. These results indicate a novel role for the 
multi-fimctional PKR gene as a critical mediator of Ad-mda7 apoptosis. Further, because 

20 PKR has been described herein as critical to MDA-7, induced apoptosis, and which has 
been suggested to induce an immune response, the present invention in certain 
embodiments contemplates inducing PKR expression to enhance an immune response, 
the data indicate that MDA-7 polypeptide is enable of enhancing an immune response. 

In other embodiments, the methods of the present invention are directed to 

25 identifying immunogenic molecules. In particular, the present invention is useful in 
enhancing an immune response against a previously imidentified immunogenic molecule 
or a molecule possessing immunogencity at a level that is, for example, below the limit of 
detection of conventional immune detection methods. 

The invention is further directed to methods of prognosing a candidate patient for 

30 immunotherapy. A diagnostic test according to the present invention can evaluate 
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whether a patient is a candidate for long-term non-progression by assaying for an immune 
response against an immunogenic molecule, such as an antigen. Another diagnostic test 
encompassed by the present invention can evaluate whether a subject is a candidate for a 
treatment method that prevents the diseases and conditions involving an immune 
5 response. 

In one embodiment, the present invention includes a diagnostic test tliat 
determines whether a subject can exhibit an immune response against an immunogenic 
molecule, hi another embodiment, a diagnostic test is employed to determine whether a 
subject exhibits an increased activity of a T-cell, a NK cell, or a macrophage. In another 
10 embodhnent, the diagnostic method is employed to determine whether a subject exhibits 
an increased cytokine concentration. In either case, if the subject does, the present 
invention includes eliciting an immune response using compositions described herein. In 
further embodnnents, a subject who either exhibits or can exhibit an induced immune 
response is administered a treatment method to enhance the immune response. 

15 EXARIPLES 

The following examples are included to demonstrate certain embodiments of the 
mvention. It should be appreciated by those of skill in the art that the techniques disclosed 
in the examples which follow represent techniques discovered by the inventor to function 
well in the practice of the mvention, and thus can be considered to constitute some modes 

20 for its practice. However, those of skill in the art should, in light of the present disclosure, 
appreciate that many changes can be made in the specific embodiments which are 
disclosed and still obtam a like or similar result without departing from the spirit and 
scope of the invention. 
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EXAMPLE 1 : MDA-7 IS A NOVEL LIGANP THAT REGUIATES 
ANGIOGENF 5CT5^ VTA TTTR U^7.2 RE CEPTOR 

Materials and Methods 

1. Cell culture 

5 The human non-small cell lung cancer (NSCLC) cell line A549 (adenocarcinoma) 

and human embryonic kidney cells (293) obtained from the American Type Culture 
Collection (ATCC; Rockville, MD) were grown in Hams/F12 medium (A549) and 
Dulbecco's modified Eagle's medium (293) supplemented with 10% fetal bovine serum 
(GIBCO-BRL, Grand Island, NY). The HUVEC and HMVEC were purchased from 
10 Clonetics (Walkerville, MD) and were grown in endothelial cell basal medium with 5% 
fetal bovine serum and additional reagents supplied as a *T>ullet kit" by the manufacturer. 
Endothelial cells were used at passage 3-9. 

2. Production and Purification of Secreted MDA-7 Protein 

MDA-7 protein was produced by transfecting 293 cells with a eukaryotic 
15 expression vector carrying the fiill-length mda-7 cDNA. After transfection was 
completed, cells were selected in hygromycin (0.4 /ig/ml) for 14 days. The stable cell line 
(293-mda-7) was tested for production of soluble MDA-7 (sMDA-7) protein by westem 
blot analysis and by ELISA. An aliquot of 10^ cells (293-mda-7), as determined by 
EUSA, produced approximately 30-50 ng/ml of sMDA-7 in 24 h. To purify the sMDA-7 
20 protein on a large scale, 293-mda-7 cells were grown to 90% confluency in 150-mm 
tissue culture plates. The tissue culture supernatant was collected and pooled for protein 
pinification by affinity chromatography, as described previously (Caudel et al^ 2002). 
The size and purity of the sMDA-7 protein wore determined by silver stain gel and by 
Westem blot analyses. 

25 3. Endothelial Cell Proliferation Assay 

To test the efifect of sMDA-7 protein on cell prolifaration, endothelial cells 
(HUVEC, HMVEC) were serum-starved ovanight. The next day, cells were seeded in 2- 
well chamber slides (IxlO^Avell). The cells were allowed to adhere and spread for 4-6 h, 
and fresh medium containing 1 ng/ml of bFGF as a proangiogenic stimulator, and various 
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concentrations of sMDA-7/IL-24 (1, 5, 10, and 50 ng/ml) was added. Cells treated with 
PBS served as controls. Cells were then harvested 3 days after treatment and cell 
proliferation determined by trypan blue exclusion assay method as previously described 
(Saeki et aL, 2000). The effect of sMDA-7 on lung tumor cell ^1299, and A549) 
5 proliferation was also evaluated. The experimental conditions were the same as 
described above for endothelial cells except that tumor cells were not stimulated with 
bFGF. Tumor cells treated with Ad-mda? (3000 vp/cell) served as positive control. 

4. Endothelial Cell DifTerentiation Assay 

Endothelial cell differentiation (tube formation) assays were done using the in 
10 vitro angiogenesis assay kit (Chemicon, Temecula, CA). Briefly, HUVEC and HMVEC 
were grown to 80% confluency, collected, resuspended in growth medium, and plated at a 
concentration of 2 x lO"* cells/well in a 96-well plate coated with Matrigel (Chemicon, 
Temecula, CA). Cells were treated with sMDA-7 protein (1, 5, 10, and 50 ng/ml), or a 
preparation immunodepleted of sMDA protein for 24 h at 37 ""C. Cells treated with PBS 
15 served as negative controls in these experiments. The abihty of sMDA-7 to inliibit tube 
formation was determined and qiiantitated by counting the number of tubes under bright- 
field microscopy. 

For experiments involving comparative studies, cells were treated with equimolar 
concentrations of sMDA-7 (5, 10, and 300 ng/^ml), recombinant human endostatin (5.2, 
20 10.4, and 315 ng/ml; Calbiochem, La JoUa, CA), recombinant IFN-y (4.5, 9, and 268 
ng/ml; R&D systems, Rlinne^olis, MiSI) or recombinant IP-10 (2.4, 4.5, and 134 ng/ml; 
R&D systems, Minneapolis, MN) and analyzed for tube formation assay as described 
above. All samples were tested in duplicate. Experiments were repeated at least 5-6 
times. 

25 For receptor blocking studies, HUVEC grovm in six-well plates were pretreated 

v»ath IL-22R1 blocking antibody (1 ng/ml and 5 ng/ml). Following overnight incubation, 
cells were harvested, washed, and plated m Matrigel coated 96-well plates. Fresh IL-22R1 
blocking antibody and sMDA-7 was added to the wells in a 1:1 ratio (1 ng/ml of IL-22R1 
antibody: 1 ng/ml of sMDA-7) or 1:5 ratio (1 ng/ml of IL-22R1 antibody:5 ng/ml of 
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sMDA-7) and incubated at 37°C. After overnight incubation, the plates were examined 
for tube formation. All other experimental procedures were the same as described above. 
For experiments involving endostatin or IP-10, higher concentrations of these proteins 
were used (endostatin. 315 ng/ml; IP-10, 134 ng/ml) that demonstrated inhibitory activity 
in tube formation assay. The relative amount of IL-22R1 used for experiments involving 
endostatin was 315 ng/ml (1:1 ratio) and 134 ng/ml for experiments involving IP-10 (1:1 
ratio). All other experimental procedures were the same as described previously. For 
blocking studies using anti-IP-10 or anti-IFN-7 neutralizing antibodies (R&D Systems), 
experiments were conducted as described above for receptor studies except that HUVEC 
were treated with the appropriate neutralizing antibody (1 /ig and 5 /ttg/ml) prior to 
treatment with sMDA-7 (300 ng/ml). 

5, Endothelial Cell Migration Assay 

Cell migration assays were performed using HUVEC. Cells were starved 
overnight in basal medium containing 0.5% fetal bovine serum, collected, resuspended in 
the same medium, and seeded at a concentration of 10^ cells/well on the upper surface of 
a 24-well transwell insert with a pore size of 8 |m» (Millipore, Cambridge, MA). The 
insert was placed in a six-well plate that contained medium plus PBS, medium plus 
VEGF (100 ng/ml) or VEGF plus sMDA-7 (10 or 50 ng/ml). The plates containing the 
transwell insert were incubated at 37»C overnight to aDow migration. The next day, the 
wells were disassembled, monbranes were fixed in crystal i-iolet, and the number of cells 
that had migrated to the Iowa- wells was counted unda- high-power magnification (X 40). 
6. Detemiinatioii of IP-10 and IFN-7 Production 

Recent studies have danonsfrated that treatment of PBMC with sMDA-7 results 
in secretion of lFN-7 (Caudell et al., 2002). Furthermore, IFN- 7 is a potent inducer of 
IP-10 (Majumder et al, 1998). Both IFN-7 and IP-10 have been reported to possess 
antiangiogenic activity (Fathallah-Shajddi et al, 200(^, AngioliUo et al, 1996). Studies 
were conducted to determine whether the antiangiogenic activity of sMDA-7 was 
mediated by IFN-7 or IP-10. HUVEC wae seeded in 6-well plates (IxlO^/well) and 
treated vdth sMDA-7 (10 ng/ml). Cell culture si^atant was collected at 6 h, 24 h, and 
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48 h after treatment, centrifiiged at 1200 rpm, and analyzed for lP-10 and IFN-7 protein 
production using commercially available ELISA kits. Assays were performed as 
recommended by the manufacturer (R&D systems, Minneapolis, MM). Cells treated with 
recombinant IFN-7(4.5 ng/ml) served as positive control for the IP-10 assay, while cells 
5 treated with Ad-mda7 (3000 vp/cell) served as positive control for IFN- 7 assay. Cells 
treated with PBS served as negative controls in these experiments. Samples were 
analyzed in quadruplicate, and data represented as the average value for each 
concentration of sMDA-7 tested. 

7. Western Blot Analysis ^ 

10 Recent studies have demonstrated activation of STAT-3 expression in HACAT 

cells as a measure of sMDA-7 binding to its receptors (Dumoutier et al, 2001; Wang et 
aly 2002). Therefore, studies were conducted to determine the activation of STAT-3 
expression in endothelial cells after treatment with sMDA-7. HUVEC were seeded in 6- 
well plates (5x10^ cells/well) and treated with sMDA-7 (10 ng/ml). Untreated cells 

15 served as negative controls. Cells were har\'ested at 4 h and 24 h after treatment and 
analj'zed for STAT-3 expression by westOTi blot analysis as previously described 
(Mhashilkar et al, 2001 ; Pataer et al, 2002). Phosphorylated STAT-2 (pSTAT-3) protein 
was detected using rabbit anti-human pSTAT-3 antibody (1:1000, Cell Signaling 
Technology, Beverly, MA) and horseradish peroxidase-labeled secondary antibody 

20 (Amersham Biosciences, Piscataway^ NJ). Finally* the proteins were visualized on 
enhanced chemiluminescence film (Hyperfilm, Amersham Biosciences, Piscataway, NJ) 
by application of Amersham's enhanced chemiluminescence western blotting detection 
' system. STAT-3 protein expression level was quantitated after normalization with total 
STAT-3 protein expression using hnage Quant software (Molecular Dynamics, 

25 Amersham Pharmacia Biotech, Piscataway, NJ). 

8. Immunoflaorescence Assay 

Activation of STAT-3 was also determined by immunofluorescence assay. 
HUVEC seeded in two-well chamber slides (1x104 ceUsAvell) was treated with PBS 
(control) or with sMDA-7 (10 ng/ml) for 4h, washed in PBS, fixed in cold acetic acid. 
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and stained for pSTAT-3 (pSTAT-3) using rabbit anti-human pSTAT-3 antibody (1:1000, 
Cell Signaling Technology, Beverly, MA) and rhodamine-labeled anti-rabbit secondary 
antibody (1 : 5000; Molecular Probes, Eugene, OR). Slides were mounted using anti-fade 
mounting reagent (Vector Laboratories, Burlingame, CA). Pictures, were taken through a 
5 fluorescence microscope 1-2 h after staining. 

9. In Vivo Assessment of Antiangiogenic Activity Using the Matrigel 
Plug Assay 

To determine the antiangiogenic activity of sMDA-7, an in vivo angiogenesis 
assay was performed. Briefly, sMDA-7 (12.5 ng) and bFGF (60 ng) was mixed with 500 

10 /xl of Matrigel (Beckton Dickinson, Bedford, MA) on ice and injected subcutaneously into 
athymic nude mice. Animals receiving Matrigel containing only bFGF (60 ng) served as 
positive controls and animals receiving Matrigel containing no growth factor served as 
negative controls. Each group comprised of five animals and the experiments were 
performed twice. Animals were sacrificed 10 days after injection. The Matrigel plugs 

15 were recovered, photographed, and subjected to hemoglobin analysis as previously 
described (Pessaniti et aL^ 1992). 

10. Effects on Xenograft Tumors in Nude Mice 

Parenteral 293 cells and 293-mda-7 cells were first tested for their ability to form 
tumors. Aliquots of 10^ cells were injected subcutanously into the lower right flank of 

20 athymic BAIB/c female nude mice and the implantation site monitored for 1 month. No 
tmnors formed at this cell concentration, so subsequent experiments were perfomied 
usmg this cell number. For in vivo mixing experiments, human lung tumor cells (A549) 
grown to 90% conflumcy were trypsinized, washed, and resuspended in sterile 
phosphate-buffered saline at a concentration of 5 x lO^/ml. The tumor-cell suspension 

25 was mixed with an equal number (5 x 10^/ml) of parental 293 cells or with 293-mda-7 
cells, gently vortex ed, and mjected subcutaneously in nude mice (10^ cells/animal) as 
described above. Each group comprised of eight animals, and the experiments were done 
twice. Tumor growth was monitored and measured as described previously (Saeld et aL, 
2002). At the end of the experiment, animals were euthanized by CO2 inhalation, and 
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tumors were harvested for histopathological analysis, western blot analysis, and for CD31 

and TUNEL staining. 

To evaluate the ^temic effect of sMDA-7 on tumor growth, subcutaneous 
tumors were established by injecting A549 tumor cells (5 x 10*^ cefls) into the lower right 

5 flank of nude mice. When the tumors were 50-60 mm' in size, the animals were assigned 
to one of two groups of 10 mice each. One group of animals was injected with Matrigel 
containing parental 293 cells (1 x 10*0, and the other group injected with Matrigel 
containing 293-mda-7 cells (1 x 10*). The Matrigel containing the cells was injected 
subcutaneously into the upper right flank of the tumor bearing mice. The effect of 

10 sMDA-7 on tumor growth was monitored as described above. At the end of the 
experiment, animals were euthanized, and tumors were harvested for further analyses as 
described above. All the animal experiments desoribed were performed at least 2 times, 
and the differences in the tumor growfli were tested for statistical significance. 

11. Iminnnohistocheinical Analysis 

15 Tumor tissues were stained for CDS 1 and TUNEL as previously described (Saeki 

et al., 2002). Tissue sections stained without primary antibody or stained with an isotypic 
antibody served as negative controls. Tissue sections wctb analyzed and quantitated, and 
the results interpreted in a blind fashion. 

12. Statistical Analysis 

20 Student's t test was used to calculate the statistical significance of the 

experimaital results. A P value less than 0.05 was considered to be statistically 
significant. 

KXAMPLE 2: sMDA-7 INHIBITS ENPOTHF -T J AT , CELL 
25 DIFFERENTIATION BUT NOT CELL P ROLIFERATION 

In preliminary studies, the inhibitory effect of sMDA-7 on endofheUal cell 
proUferation using HUVEC and HMVEC was tested. Treatment of cells with various 
concentrations (1, 5, 10, and 50 ng/ml) of sMDA-7 resulted in no significant 
antiproliferative activity compared to PBS treated control cells (JPIG. lA, B). However, 
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treatment of HUVEC and HMVEC with the above mentioned concentrations of sMDA-7 
significantly inhibited (P = 0.001) the formation of capillary tube-like structures by both 
types of endothelial cells (FIG. IC, FIG. ID). The inhibitory effect was observed at all 
concentrations and was dose-dependent, with a virtually complete abrogation of tube 
formation occurring at concentrations above 10 ng/ml (FIG. ID). 

To rule out the unlikely possibility that the inhibition of endothelial cell tube 
formation by sMDA-7 protein was due to unrelated proteins in the preparation, depletion 
experiments were performed. Immunodepletion of sMDA-7 protein fi^om the test 
prq>aration prior to its addition to HUVEC resulted in complete restoration of endothelial 
cell tube formation (FIG. IC, FIG. ID). These data show that the observed inhibitory 
activity in the endothehal cell assays was due to sMDA-7 and suggest that sMDA-7 
possesses potent antiangiogenic activity. 

EXAMPLE 3; sMDA-7 IS MORE POTENT THAN ENDOSTATIN IN 
INHIBITING ENDOTHELIAL CELL DIFFERENTIATION 

The inhibitor)^ activity demonstrated by sMDA-7 was compared with endostatin in 
tube-formation assays. HUVEC were treated with equimolar concentrations of sMDA-7 
or endostatin. sMDA-7 but not endostatin significantly (P = 0.001) inhibited tube 
formation at low concentrations compared to control cells (FIG. 2). However, endostatin 
significantly inhibited tube formation (40-50% over control; P = 0.001) compared to 
control cells at higli concentrations (315 ng/ml), demonstrating that the endostatin protein 
used was fimctional (FIG. 2). These results indicate that sMDA-7 is a much more potent 
antiangiogenic agent than endostatin. 

EXAMPLE 4: sMDA-7 INHIBITS ENDOTHELIA CELL MIGRATION 

To determine if sMDA-7 inhibited endothelial cell migration, studies were 
conducted to examine the effect of VEGF on cell migration. sMDA-7 inhibited 
endothelial cell migration significantly (P = 0.001) in response to VEGF (FIG. 3). No 
inhibitory effect on control cell migration was observed that did not contain sMDA-7/IL- 
24. Inhibition occurred in a dose-dependent manner, with complete inhibition occurring at 



-118- 



wo 2004/078124 



PCT/US2004/006147 



50 ng/ml (FIG. 3). sMDA-7/IL-24 demonstrated a similar inhibitory activity when bFGF 
was used as an inducer. 

EXAMPLES: INHIBITION OF ENDOTHELIAL CELL 
5 DIFFERENTIATION BY sMDA-7 IS NOT MEDICATED BY IE N--y OR IP-10 

Production of JFN-y by human PBMC upon treatment with sMDA-7 has recently 
been reported (Caudell et al, 2002). Based on this report, studies were conducted to 
evaluate whether inhibition of tube formation by sMDA-7 was mediated via IFN-y, or IP- 
10 production. Tissue culture superaatants from PBS treated and sMDA-7 treated 

10 HUVEC cells were collected at various times and analysed for IFN-7 and IP-10 by 
ELISA. sMDA-7 induced secretion of IFN-7 (<30 pg/ml) and IP-10 (<32 pg/ml) in a 48 
h period compared to control cells (nO. 4A, FIG. 4B). To further test whether the low 
amounts of IFN-7 or BP-IO induced by sMDA-7 was responsible for the observed 
inhibitory effects on HUVEC tube formation comparative studies were performed. A 

1 5 direct comparison of the inhibitory activity of sMDA-7 with IFN-7 or IP-1 0 at equimolar 
concentrations showed that higher concentration of IFN-y. (268 ng/ml) or IP-10 (134 
ng/ml) was required compared to sMDA-7 (10 ng/ml) to significantly inhibit HUVEC 
tube formation {P = 0.01; FIG. 4C). Additionally, the inhibitory acti vity of sMDA-7 on 
HUVEC tube formation was not lost in the presence of anti-IP-10 or anti-IFN-7 

20 neutralizing antibodies (P = 0.001; FIG. 4D). These results indicate that sMDA-7 is more 
potent than IFN-7 and IP-10 in yiti^o and that sl^4DA-7 mediated inhibitorj- activitj' on 
HUVEC tube formation is not due to IFN-7or IP-10. 

EXAMPLE 6: sMDA->7 ACm^ATES STAT-3 EXPRESSION AND 
25 MEDIATES ITS INHIBITORY ACm^LTY VIA ITS RECEPTOR 

1 . sMD A-7/IL-24 Activates STAT-3 Expression 

Recent studies have demonstrated the activation of STAT-3 in HACAT cells and 
in PBMCs upon receptor engagement by sMDA-7 QDumoutier et aLy 2001; Wang et al^ 
2002). Based on these reports, it is hypothesized that activity of sMDA-7 on endothelial 
30 cells was receptor-mediated and upon receptor binding would activate STAT-3. Western 
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blot analysis and immimofluorescence assay showed that the addition of sMDA-7 to 
HUVEC increased the expression levels of the phosphorylated form of STAT-3 (pSTAT- 
3) protein in as Kttle as 4 h. and it persisted even at 24h after treatment. The increase in 
pSTAT-3 expression was 2-3 times higher than in PBS treated control cells. There was 
also increased nuclear localization of pSTAT-3 protein in HUVEC after treatment with 
SMDA-7/IL-24. h, contrast no changes in STAT-3 expression were observed in untreated 
control cells. Furthermore. STAT-3 activation was inhibited in the presence of anti- 
MDA-7 antibody indicating receptor-mediated activation. 

2. sMDA-7 Mediates Its Inhibitory Activity Via Its Receptor 

Two related receptors for sMDA-7 have recently been identified (Dumoutier et 
al, 2001; Wang et al, 2002). sMDA-7 cmi bind to either of the two receptor complexes, 
IL-20R1/IL-20R2 (IL-20 receptor) and IL-22R1 and IL-20R2 (11.22 receptor). Based on 
these reports, studies were perfonned to detemiine whether the sMDA-7 mediated 
inhibitory effects on endothelial cells was rec^tor-mediated. Endothelial differentiation 
using a blocking antibody against IL-22R1 in the presence or absence of sMDA-7 was 
evaluated (FIG. 5A, FIG. 5B). sMDA-7 (5 ng/ml) alone completely inhibited tube 
formation in HUVEC, whereas no inhibition was observed in untreated control cefls 
(FIG. 5A). However, pretreatment of HUVEC with IL-22R1 blocking antibody 
significantly (/> = 0.001) abrogated the inhibitory effects of sMDA-7 on tube formation, 
andinadose-depend^t manner(FIG.5A). The addition of 1 ng/ml of blocldng antibody 
to HUVEC (1:5 ratio) only partially restored tube formation (<60%), whereas the addition 
of 5 ng/ml of the blocking antibody (1:1 ratio) completely restored it (>90%). Blocking 
antibody alone did not significanUy affect the ability of HUVEC to form tubes. 
Furthermore, pSTAT-3 protein expression increased significantly after sMDA-7 protein 
was added to HUVEC, whereas sMDA-7-mediated pSTAT-3 expression did not increase 
in the presence of IL-22R1 antibody. These results indicate that sMDA-7 mediated its 
inhibitory effect on endothelial cell tube formation occur via IL-22R1. 

To test the specificity of this inhibition, HUVEC were treated with high 
concentrations of IP-10 or endostatin in the presaice of IL-22R1 antibody. Treatment 
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with IP-10 or endostatin significantly inhibited HUVEC tube fonnation even in the 
presence of IL-22R1 antibody (P = 0.001; FIG. 5B) compared to PBS treated control 
cells. These results demonstrate that IL-22R1 antibody specifically inhibited sMDA-7/IL- 
24-mediated activity but not that of endostatin, IFN-yor IP-10. 

5 

EXAMPLE 7: IN VIVO MODELS TO iSTUPY ANGIOGENESIS 
AND TUMOR GROWTH 

L sMDA-7 Inhibits Angiogenesis in the Matrigel Plug Model 

sMDA>7 encapsulated into Matrigel containing bFGF was implanted 
10 subciitaneously into nude mice. Matrigel containing bFGF alone and Matrigel containing 
PBS served as positive and negative controls respectively. bFGF-induced angiogenesis 
was significantly inhibited in the presence of sMDA-7/IL-24 (P = 0.0001; FIG. 6A) 
when compared to Matrigel that contained only bFGF and Matrigel that contained PBS* 

2. sMDA-7 Inhibits Subcutaneous Xenograft Tumor Growth In Vivo 

15 Hiunan lung tumor (A549) cells were mixed (1:1 ratio) with either parental 293 

cells (control animals) or 293 cells producing sMDA-7 protein (293-mda-7) and injected 
subcutaneously into the lower right flanks of mice. Tumor growth was significantly less 
in the animals that received a mixture of A549 and 293-mda-7 cells (FIG. 6B) than in the 
animals that received a mixture of A549 and parental 293 cells (P = 0.001). Injection of 

20 293 or 293-mda-7 cells alone did not fomi tumors in nude mice. The animals were 
euthanized on day 22 postimplantation. and the tumors were harvested and further 
evaluated. WestOTi blot analysis demonstrated that MDA-7 protein was expressed in 
tumors that contained 293-mda-7 cells. No MDA-7 protein expression was detected in 
the control tumors that contained parental 293 cells. Histopathologic examination of the 

25 tumor tissues did not reveal any significant differences in the tumor cell proliferative 
index or tumor cell infiltration between the control and experimental animals. However, 
tumors that contained 293-mda-7 cells demonstrated less vascularization by CD31 
staining than did control tumors that contained parental 293 cells. TUNEL staining of 
tumor tissues fi*om experimental animals demonstrated endothelial cells and tumor cells 
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undergoing apoptotic cell deatii. In contrast, no TUNEL-positive staining was observed 
in control tumor tissues. Additionally, hemoglobin level v/as significantly {P = 0.02) 
lower in tumors that contained 293-mda-7 cells than in the tumors that contained parental 
293 cells (FIG- 6C). Reduction in CD31 staining and decreased hemoglobin levels 
5 indicated sMDA-7 inhibited angiogenesis. 

3. sIVIDA-7 Systemically Inhibits Subcutaneous Xenograft Tumor 
Growth //f Vivo 

Studies were conducted to determine whether sMDA-7 produced by 293-mda-7 
cells can systemically inhibit tumor growth. Mice were inoculated subcutaneously with 

10 A549 tumor cells in the lower right flank. When the tumors reached 50-100 mm^, 293 
cells producing sMDA-7 protein (293-mda-7 cells) or parental 293 cells (control) were 
mcapsulated in Matrigel and implanted subcutaneously in the upper right flank. Tumor 
measurement was initiated after implantation of 293 cells. The growth of A549 lung 
tumor xenografts was significantly less (P = 0.001) in the mice treated with 293-mda-7 

15 cells than in the control group (FIG, 6D). Compared with tumor growth in the control 
mice, the growth of the tumors in mice implanted wiHh the encapsulated 293-mda-7 ceUs 
was suppressed by 40-50%. To confirm that the inhibitory effect was due to sMDA-7, 
serum samples from animals were tested for MDA-7 protein by western blot analysis and 
ELISA. hitense banding of sMDA-7 at the expected 40-kDa size was observed in flie 

20 serum of animals implanted with 293-mda-7 cells by western blot analysis. However, 
faint bands v/ere also obsen^ed in the serum of control animals, indicating some cross- 
reactivity with mouse serum proteins. The serum levels of circulating sMDA-7 detected 
by ELISA 3 days postimplantation was approximately 50 ng/ml. 

At the end of the experiment, tumors and injected Matrigel containing 293-mda-7 

25 cells were harvested and evaluated. Gross examination of the tumors indicated that the 
tumor grov/tti in animals that received 293-mda'7 cells was inhibited. Ifistopathologic 
analysis of the tumor tissues demonstrated no differences between the specim^is fi-om 
animals receiving 293 cells and those from animals receiving 293-mda-7 cells. 
Additionally, the tumors from mice treated with 293-mda-7 were significantly (P = 0.001) 

30 less vascular than were the tumors from mice treated with parental 293 cells, as evidenced 
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by CDS 1 -positive staining (FIG. 6E). Immunohistochemical analysis of the Matrigel 
from animals receiving 293-mda-7 cells demonstrated MDA-7 protein expression. In 
contrast, MDA-7 was not detected in the Matrigel recovered from animals receiving 
parental 293 cells. These results demonstrate that sMDA-7 systemically inhibited tumor 
growth by inhibiting angiogenesis. 

EXAMPLE 8: AP-MDA-7 INDUCES APOPTOSIS AND ACTIVATES THE 
IMMU3VE SYSTEM IN PATIENTS WITH ADVANCED CANCER 

Study Design and Patient Criteria 

In an ongoing Phase I dose-escalating clinical trial, mda-7 was administered via 
intratumoral injection to patients with advanced carcinoma using a non-replicating 
adenoviral construct (AA-mdaT), Patients had histologically confirmed carcinoma with at 
least one lesion that was accessible for needle injection that was surgically resectable, a 
Kamofsky performance status of > 70%, and acceptable hemotologic, renal and hepatic 
function. Patients with active CNS metastases, chronic immunosuppressive use, or prior 
participation in a therapy requiring the administration of adenovirus were excluded from 
participation. 

Patients with surgically resectable advanced cancers received single intratumoral 
injections of 2 x 10^^ to 2 x 10^^ viral particles (vp) (FIG. 7). To date, eight cohorts (18 
patients) have completed enrollment. To characterize the effects of intratumoral mda-J 
treatment, injected lesions were surgically excised at 24-96 h p»ost-iiijection, serially 
sectioned, and analyzed for vector DNA and RMA distribution, morpholog)^ MDA-7 
protein expression, apoptotic activity, microvessel density, number of Ki-67 positive 
cells, as well as iNOS and jS-catenin expression. 

EXAMPLE 9: EFFECTS OF PfTRATUMORAL AD-1MDA7 

Ad-mda? appears to be safe and well tolerated with pain at the injection site, 
transient low grade fever and mild flu-like symptoms being the primary toxicities. These 
effects were seen more consistently with higher doses of AA-mda?. All effects resolved 
by 48 hours post injection. By DNA PGR analysis, Ad-mda? copy number ranged from 
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7x10^/ [ig DNA in low dose treated patients to up to 4xl0^//ig DNA in patients who 
received high dose (FIG. 8). The highest vector copy niimber was located at the center of 
the injected lesion, although vector DNA could routinely be detected in sections up to 1 
cm jfrom the injection point mRNA distribution mirrored DNA distribution. By IHC 
analysis, strong MDA-7 protein expression was found in all injected lesions. Up to 80% 
of MDA-7 positive cells were found at the center of the high dose-injected tumor, as 
compared with up to 20% positive staining cells following low dose injection. Non- 
injected controls were uniformly negative. Further, areas of MDA-7 expression exhibited 
increased apoptotic activity as deJBned by TUNEL staining. Apoptosis was most intense 
in the center of the lesions, with up to 70% of cells being positive; while sections in the 
periphery also showed a heightened TUNEL reaction compared with uninjected lesions 
(FIG. 9). A marked reduction and/or redistribution of /J-catenin expression from the 
nucleus to the plasma membrane was seen in 8 of 8 Ad-mda7-treated tumor lesions tested 
and was consistent with preclinical findings. Markedly reduced iNOS expression was 
also observed in the limited number of melanoma cases entered into the trial. 
Microvessel density decreased near the injection site but was difBcult to quantify. Thus^, 
Ad-mdl7 intratumoral injections are well telerated. Within 24 hours of injection there is 
a dose-dependent increase in MDA-7 protein expression and a marked increase in 
apoptotic cells, which correlates with distance from the injection site. By 72 to 96 hours, 
MDA-7 expression and apoptosis are decreasing (FIG. 8). By 30 days post injection, 
MDA-7 expression and apoptotic activity have ceased. 

Systemic immune responses to Ad-mda7 were analyzed via serum cytokines and 
lymphocyte subsets. A majority of patients exhibited transient increases in systemic 
cytokmes (IL-6, 14/18 patients tested; IL-10, 15/18; -^FN, 8/18; TNFo, 10/18) (FIG. 10, 
FIG. 11). Some high dose patients also exhibited increased intratumoral expression of 
IL-6, -ylFN and BL-IO cytokme mRNAs. Further, CD3+ CD8+ T cells were increased by 
30+13% at day 15 following mda-7 treatment (FIG. 12, FIG. 13). These findings suggest 
that MDA-7 increases systemic ThI cytokme production and niobilizes CD8+ T cells. 
After Ad-mda7 injection, circulating IL-6, IFN-gamma, IL-10 and TNF-alpha 
substantially increased and then fell to baseline levels by day 30. Cytokine increases 



-124- 



wo 2004/078124 PCT/US2004/006147 

correlate with increases in CD8+ cells and inversion of CD4/CD8 ratios. Thus, the 
results suggest inmiune activation by Ad-mJa7 and is consistent with the pro-THl 
activity of rhMDA-7 in culture. 

5 EXAMPLE 10; ANTreOPY PRODUCTION 

Recombinant his-tagged MDA-7 protein was produced in E. coli and was purified 
on a nickel NTA agarose column. The material was bound to the nickel resin in a batch 
mode for 45 minutes and then poured into a colmnn and the eluate was run through the 
column bed. The material was washed with 10 mM Tris pH 8.0 containing 0.5% chaps 
10 and finally eluted off of the column with 10 mM Tris pH 8.0 plus 400 mM imidazole. 
The eluted MDA-7 was dialyzed against 10 mM Tris pH 8.0. The final product was 
shown to be a single band with a molecular weight of approx. 23 kDa. The amino 
terminal protein sequence was shown to be correct and purity was estimated to be greater 
than 90%. 

15 This material was injected into rabbits using the following protocol: 400 mg 

MDA-7 protein with IFA and 100 mg of MDP was injected subcutaneously. 3 weeks later 
200 ug MDA-7 protein with IFA was injected and 3 weeks after that another 100 mg of 
MDA-7 protein was injected intravenously. The titer of antiserum was shown to be 
greater than 1/100,000 based on an ELISA assay. Animals were boosted as needed. 

20 The MDA-7 protein was coupled via sulfliydryl linkage to a solid support resin. 

The resin and bound protein was thoroughly washed. This washed material was used to 
make an R4DA-7 column for antibody purification. The rabbit polyclonal sera was 
diluted 1:1 with 20 mM Tris buffer pH 8.0 and filtered through a 0.2-micron filter before 
being pumped onto the MDA-7 coliunn. The colunm was then washed with the same 20 

25 mM Tris buffer pH 8.0 until the absorbance returned to baseline. The antibody was eluted 
off the column with 0.1 M acetic acid. The eluent containing the antibody was 
immediately adjusted back to pH 8.0. This afiSruty-purified antibody was then dialyzed 
against 10 mM Tris pH 8.0 and concentrated. 
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EXAMPLE 11: PURIFICATION AND CHARACTERIZATION OF 
SECRETED MDA-7 USING POLYCLONAL ANTIBODIES 

L Affinity Column Prodnction 

Different polyclonal antibodies against human MDA-7 from rabbit serum were 
5 first purified. Frozen rabbit serum samples were thawed and diluted 1:1 with sterile IX 
PBS buffer The diluted samples were individually exposed in bath method at 4^C 
overnight with gentle rocking to 2 mis Protein A-Sepharose (SIGMA). Four different 
columns were generated. The resin was washed with 10 column volumes of 20 mM 
sodiimi phosphate dibasic (61 mis) to make a pH of 7.0 The column was eluted with 3 

10 column voliunes of 0.15 M NaCl (pH 3.0) in three aliquots and neutralized with 0.5M 
HEPES. A Bradford Protein Assay. (BioRad) was used to quantify the eluted antibody. 
The antibody was then exchanged into 0.1 M NaHCOa (pH 8.3) containing 0.5 M NaCl, 
by dialyzing overnight in a 10,000 MWCO dialysis cassette. 

To activate the dried CNBr-Sepharose, 1 gram was washed with 10-15 column 

15 volumes with 1 mM cold HCl. ^Serial volumes of 5 mis were used to ensure removal of 
sucrose. Activated CNBr-Sepharose was then washed with 10 column volumes by serial 
washings of 1 column volume to exchange into 0.1 M NaHCOs, pH 8.3. In each case, 
approximately 80-90 milligrams of antibody was recovered after purification and buffer 
exchange. Then 5 mis of swollen activated CNBr-Sepharose was incubated with 80-90 

20 milligrams of purified antibody in 0.1 M NaHCOs, pH 8,3, for 4 hours at room 
temperature wilh gentle rotation. 

Antibody binding efficiency was determined by Bradford Protein assay, and in 
each case was greater than 95% of the antibody bound to the activated CNBr-Sepharose. 
After coupling, non-reacted groups were blocked by washing 25-30 column volumes in 

25 0.1 M Tris, pH 8.0, The column was dien washed with serial washes of 0.1 M Tris, pH 
8.0, 0.5 M NaCl, 5 X column volumes 5 times, alternating with 0.1 M acetate buffer, pH 
4.0, 0.5 M NaCL Protein estimation was performed on the washes and no protein was 
detected. 



-126- 



wo 2004/078124 PCT/US2004/006147 

2. Aflinity Chromatography Purification 

Stably transfected 293 T cells that secrete soluble, glycosylated MDA-7 were 
obtained and maintained at high confluency in RPMI containing 5% Fetal Calf Serum 
with 1:100 L-glutamine, 1:100 pen/strep and 1:100 HEPES. Cells were split every two- 

5 tiiree days with alternation every 7 days of maintenance in 1 : 1000 dilution hygromycine, 
(20 mg/ml stock). Then 400 mis of supernatant was har\'ested every 2-3 days and 
concentrated with an AMICON stfared cell over a 10,000 molecular weight cutoff 
membrane. 50 mis of concentrated siq>ematant was exposed in batch method to 5 mis bed 
volume of antibody-CNBr-sepharose, (affinity resin) for 2 days at 4°C with gentle 

10 rocking. The affinity resin was then placed in a Pharmacia XK 26 column and the 
supernatant passed through three times to raisure maximum binding of antigen to 
antibody. The affinity resin was washed with 5 x 20 mis 0.1 M Tris pH 8.0 by gravity 
flow. MDA-7 was eluted with 3 x 5 mis 1 M NaCl, 0.1 M Glycine, pH 3.0 and 
immediately neutralized with 0.5 mis HEPES buffer. Immediately after elution and 

15 neutralization, 2 mgs of human albumin was added to protect against protein loss. The 
eluted protein was then concentrated over 10,000 molecular weight cutoff spin columns 
(AMICOKO, and exchanged into sterile IX PBS. Then 1-1.5 mis of IX PBS exchanged 
affinity purified protein was exposed to 200 microliters 3 x washed Protein-A Sepharose 
(SIGMA) for 2 hours at room tempCTature with rotation, or over night at 4°C with 

20 rotation. Protein A exposure absorbs antibody that leaches into the elution firaction. 

Four different polyclonal antibodies, whose production is described herein; were 
tested in affinity purification. Size resolution purification (see Size Exclusion) was 
employed to removed significant contaminating protein fix>m flie supernatant prior to 
affinity purification, the most abundant of which was bovine serum albumin (BSA). 
25 However, exposure of MDA-7 isolated in this fashion failed to permit the antibody on the 
colunrn to retain MDA-7. This was probably due to BSA blocking non-specific binding 
sites that could retain MDA-7 in the absence of BSA. MDA-7 is a highly glycosylated 
protein it is considered v«ry enable of sticking to plastic and other surfaces. 
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Removal of BSA fiom MDA-7 containing supernatant inhibits purification of 
MDA-7 by afiBnity chromatogi^hy. Most protein was present in the flow through. No 
MDA-7 protein is retained on the affinity column until elution. Affinity purifications that 
contained significant amounts of BSA, (2-3 mgs/ml by silver stain) retained biological 
fimction for longer than the purifications wherein the BSA contamination was 
significantly less. Affinity purification in the presence of BSA pennits the retention of 
MDA-7 on the afBnity column until elution with high molar NaCl and low pH. Affinity 
purification by polyclonal affinity resin resulted in multiple lots with relatively similar 
amounts of MDA-7. Coomassie analysis indicated relatively low quantities of 
contaminating protein. Purification of MDA-7 of greater than about 20% homogeneity 
was observed. 

Affinity purification was repeatable and enriched the MDA-7 to relative purity by 
coomassie stain analysis of 12% polyacrylamide gels. By intensity of bands detected on 
the Western blot, more MDA-7 was retained with longer exposure of the antigen to the 
afBnity resin. There was little difference between the method of exchange into IX PBS, 
when comparing the dialysis cassette and the spin colunms. 

3. Anion Exchange Purification 

Two to three lots of afiBnity purified MDA-7 were pooled and exchanged into 50 
mM MES, pH 5.0 in a 10,000 MWCO dialysis cassette from 2 -12 hrs at room 
temperature. Protem was then loaded onto a 5 ml bed volume anion exchange column at a 
flow rate of 1 ml/minute. 10 mis of flow through were talcen and the bound protein was 
eluted with a step gradient of 1 M NaCl in 50 mM MES, pH 5.0. The elution program 
began with a 10 ml wash of 50 mM MES, pH 5.0 at flow rate of 2 mls/miri. The first step 
elution was from 0 M to 0.25 M NaQ in 5 minutes with a 5 minute wash at 50 mM MES, 
0.25 M Naa, pH 5.0. The second gradient step was fi»m 0.25 M NaQ to 0.5 M NaCl in 
5 minutes foUowed by a 5 minute wash. The final ehition was from 0.5 M NaCl to 1 M 
NaCl. MDA-7 was retained on to cohmm until ehition wifli 0.9-1.0 M NaCl; MDA-7 
was purified to about 90%-95% homogeneity. 
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The unglycosylated protein of 18 KDa did not bind to the anion exchange column 
at pH 5.0. Silver stain analysis of fractions from post-affinity anion exchange of MDA-7 
revealed that the unglycosylated form of MDA-7 is not associated with the co-purifying 
glycosylated proteins. The native MDA-7 complex appears to contain at least three 
5 proteins of molecular weight 31, 28 and 27/26. Previously, an attempt was made to 
purify MDA-7 utilizing a one step anion exchange purification, wherein the supernatant 
containing MDA-7 was exchanged into 50 mM MES, pH 6.0. One step anion exchange 
purification demonstrated that each peak from the anion exchange column contains 
MDA-7 detected by polyclonal anti-MDA-7 on westem blot (FIG. 14). Purification by 
10 this method failed to significantly enrich for MDA-7 at any range of ionic strength, as 
MDA-7 leached from the column at all molarities of NaCl employed. 

4. Size Exclusion Chromatography 

A 200 ml bed volxune size exclusion chromatography column was generated 
utilizing S200 Sephadex (Pharmacia) poured into an XK 26 1 meter colmnn (Pharmacia). 
15 The column was allow^ed to gravity settle, and was then packed at 3.5 mis/min with a 
BioRad BioLogic Workstation. 

To determine the apparent molecular weight of MDA-7 secreted by the 293 t cells, 
protein molecule weight standards, (mouse IgG 5 mgs. Alkaline Phosphatase 3 mgs, BSA 
10 mgs, and human beta2microglobulin 3 mgs) were combined to determine the relative 

20 retention limes. Elution times of the purified proteins relative to molecular weights were 
plotted and an value of 0.97 derived. 200 mis of 293 t supematant containing MDA-7 
was concentrated over a 10,000 MWCO filter in an AMICON stirred cell down to 10 mis 
and loaded at 2 mls/min in IX PBS on the size resolution column. Fractions were taken 
every 5 mis. Relative retention times was det^mined by Westem blot analysis of. 

25 sequential samples and compared to the line derived firom the known standards. An 
apparent molecular weight of 80-100 kDa was assigned to the associated MDA-7. Less 
than 0.1% of the total MDA-7 present was found to be in monomeric 31 kDa form. FIG. 
15 shows a comparison of retention time to molecular weight. MDA-7 complex was 
eluted at between a molecular weight of about 85-95 kDa. 
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6. Size, Anion, and Lectin Purification 

Lectin purification over a ConcanavalinA-Sepharose column was employed in an 
attempt to purify MDA-7. However, no net increase in relative purity was achieved. 
Combinatorial purifications, wherein size exclusion, anion, and lectin purification 
5 mefliods, were utilized in all combinations to enrich for MDA-7. However, no 
combination of these methods provided for greater purification of MDA-7 than affinity 
chromatography followed by anion chromatography. These results demonstrate that 
MDA-7 can be purified to at least 90-95% homogeneity by aflSnity and anion exchange 
chromatography. 

10 

EXAMPLE 12: PURIFICATION AND CHARACTERI ZATION OF 
SECRETED MPA-7 USING MONOCLONAL ANTIBODIES 

1. Antibody Production 

The hybridoma clone, designated 7G11F.2 (monoclonal antibody), was 
15 determined to produce antibody that was the most effective at detecting IL-24/mda-7 
positive cells by intracellular FACS anal>'sis of stably transfected 293t cells that had been 
treated with Brefeldin A. Based upon these preliminary data, this clone was utilized to 
produce 5 liters of supernatant. Briefly cells, (7G11F.2) were seeded at 1 xlO^ cells/ml in 
50mls of DMEM siq)plemented with containing 10% Fetal Calf Serum with 1:100 L- 
20 glutamine, 1:100 pen/strep and 1:100 HEPES. Cells were seeded and pennitted to grow 
for 10 days, then tiie supernatant was harvested* 

2. ABiibody Purification 

Supernatant was clarified of cells by centrifiigation at 2000 ipm for 10 minutes 
and decanted. The clarified supernatant was then sterile filtered over a 0.22 micro 

25 cellulose acetate filter and concentrated with an Amicon Stirred Cell under nitrogen over 
a YMCO 30 kDa membrane to 50 mis. The concentrated supernatant was exposed to 
rProtein G cross-linked to sepharose, (Sigma) o/n at 4°C. The antibody was eluted with 1 
M NaCl pH 3.0, 3 column volumes ia three aliquots and neutralize with 0.5 M HEPES. 
To remove contaminating bovine IgG, the resulting eluate was exchanged into IX PBS 

30 containing 0.4 M NaCl (total), via dialysis cassette (Pierce/Endogen, YMCO 30 kDa). 
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The protein was exposed to rProteili A crosslinked to sepharose, (Sigma) o/n 4°C. The 
flow through from the column was taken, as the protein A binds the bovine IgG with 
higher affinity than the mouse IgGla. Relative purity was determined by analysis on SDS 
PAGE and taken to be 90% pure, (7G11F.2) with the contaminating protein wholy 
5 comprised of bovine IgG. Bradford Protein Assay, (BioRad), was used to quantify eluted 
antibody. The antibody was then exchanged into 0.1 M NaHCOg, pH 8.3 containing 0.5 
M NaQ, by dialyzing overnight in a 10,000 MWCO dialysis cassette. 

3. Affinity Colunm Production 

To activate dried CNBr-Sepharose, 1 gram was washed with 10-15 column 
10 volumes of ImM cold HQ. Serial volumes of 5 mis were used to ensure removal of 
sucrose. Activated CNBr-Sepharose was then washed with 10 cohmin volumes by serial 
washings of 1 colunm volume to exchange into 0.1 M NaHCOs, pH 8.3. 25 mgs of 
antibody, (7G11F.2) was recovered aflcar purification and bufifer exchange. 2 mis of 
swollen, activated CNBr-Sepharose was incubated with the purified antibody in 0.1 M 
15 NaHC03, pH 8.3 for 4 hours at room temperature with gentle rotation. 

Antibody binding efiSciency was determined by Bradford Protein Assa)'; greater 
than 95% of the antibody bound to the activated C>JBr-Sepharose. 

After coupling, non-reacted groups were blocked by washing 25-30 column 
volumes in 0.1 M Tris pH 8.0. Finally the column was washed with serial washes of 0.1 
20 M Tris pH 8.0, 0.5 M NaCl, 5 X column volume 5 times alternating with 0.1 M acetate 
buffer, pH 4.0, 0.5 M NaCl. Protein estimation was porformed on the washes and no 
protein was detected. 

4. Affinltj' Purification 

Stably transfected 293t cells that secrete soluble, glycosylated IL-24 were obtained 
25 from Ihtrogen, hic. and maintained at high confhiency in RPMI containing 5% Fetal Calf 
Serum with 1:100 L-glutamine, 1:100 pen/strep and 1:100 iEIEPES. Cells were spKt every 
two-three days with alternation every 7 days of maintenance in 1:1000 dilution 
hygromydne, (20 mg^ml stock). 400 mis of supernatant is harvested every 2-3 days and 
concentrated with an Amicon stirred cell over a 10,000 molecular weight cutoff 
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membrane. 50 mis of concentrated supernatant is exposed in batch method to 5 mis bed 
volume of antibody-CNBr-sepharose, (affinity resin) for 2 days at 4°C with gentle 
rocking. The affinity resin was placed in a Pharmacia XK 26 column and the supernatant 
passed through three times to ensure maximum binding of antigen to antibody. The 
5 affinity resin was washed with 5 x 20 mis 0.1 M Tris pH 8.0 by gravity flow. IL-24 was 
eluted with 3 x 5 mis 1 M NaCl, 0.1 M Glycine, pH 3.0 and immediately neutralized with 
0.5 mis HEPES buffer. Immediately after elution and neutralization, 2 mgs of Human 
Albumin was added to protect against protein loss. The eluted protein was then 
concentrated over 10,000 molecular weigjit cutoff spin columns, (Amicon) and 
10 exchanged into sterile IX PBS. 1-1.5 mis of 1 X PBS exchanged affinity purified 
protein was exposed to 200 microliters 3 x washed rProtein-A Sepharose, (Sigma) for 2 
hours at room temperature with rotation, or overnight at 4^C with rotation. Protein A 
exposure absorbed antibodies that leached into the elution and its removal is crucial for 
maintaining lL-24 fiinction. 

15 The 7G11F.2 monoclonal antibody column retained similar amounts of IL- 

24/mda-7 as the polyclonal columns in Example 1 1 . 

EXAMPLE 13: AND PANCREATIC CANCER CELLS 

1. Ad-mda7 directly kills and radiosensitizes pancreatic cancer cells 

An assessment of 4 different pancreatic cancer cell lines indicated that most of 
20 these lines are highly infectable with Ad-mda7. In addition, Ad-mda7 was shown to 
directly kill and induce apoptosis in three of these four cell lines (FIG. 43). Two lines 
with the greatest response, MiaPaCa2 and AsPcl, were chosen for further analysis and 
different experiments were conducted to assess whether Ad-mda7 radiosensitized these 
cells. The MiaPaCa2 cells were pre-treated with Ad-mda7 and then irradiated them 48 
25 hrs later. A dramatic radiosensitization was observed when clonogenic survival was the 
endpoint (FIG. 44). Finally, apoptosis was assessed on the basis of sub Gl/GO DNA 
content by FACS analysis (FIG. 45). This experiment showed a greater than additive 
induction of apoptosis when Ad-mda7 and radiation were combined. 
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2. MDA-7 protein activates STAT3 and direcfly kiHs pancreatic cancer 
cells 

MiaPaCa2 pancreatic cancer cells were treated with purified recombinant human 
MDA-7 protein, as described in Example IL By immunofluorescence, substantial 

5 activation (phosphorylation) of STAT3 and concomitant movement of p-STAT3 to the 
nucleus were observed. The STAT3 activation was blocked in the presence of anti- 
MDA-7 antibodies- STAT3 activation was evident within 30 nniinutes of MDA-7 
treatment, suggesting that MiaPaCa2 cells possess the receptor(s) for MDA-7, and ligand- 
receptor engagement occurred. 

10 In another study, MDA-7 protein treatment induced dose-dependent killing of 

MiaPaCa2 cells. Pancreatic tumor cells possess the receptors for MDA-7, and upon 
MDA-7 binding, STAT3 signaling is induced which results in death of the tumor cell. 

EXAMPLE 14: SELECTIVE INDUCTION OF CELL CYCLE ARREST 
15 AND APOPTOSIS IN PROSTATE CANCER CELLS 

Materials and Methods 

1 . Cell Lines and Cell Culture 

The human prostate cancer cell lines DU 145, LNCaP, and PC-3 were obtained 
from American Type Culture CoUection (ATCC; Rockville, MD, USA) and grown in 
20 KPR4I-1640 medium wifh 10% fetal bovine serom^ antibiotics and L-glutamine (GIBCO- 
BRL; Grand Island, NY, USA). The normal prostate epilhelial cell line (PrEC) was 
obtained from Clonetics (San Diego, CA,USA) and grown in PrEBM medium with 
supplements according to supplier's instructions. 

2. Vims construction and transduction efficiency 

25 Constraction and production of the replication-deficient adenoviral (Ad5) vector 

carrying the mda-7 or luciferase (luc) gene has been previously described (Saeki et al^ 
2000; Mhashilkar et al, 2001). Preliminary experiments using an adenovnral vector 
encoding green fluorescent protein (Ad-GFP) showed that an adenovirus dose dehvered 
at a multiplicity of infection QAOJ) of 3000 can infect more than 93.4% of DU 145 and 
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PC-3 cells, 76.2% of LNCaP cells, and 82% of PrEC cells. Therefore, the inventors used 
Ad-mda7 or Ad-luc at an MOI of 3000 in all subsequent studies. 

3* Cell Proliferation Assay 

All of the cell lines were plated in six-well tissue culture plates at a density of 1 . 
5 105 cells/well. Tumor cells were then treated with Ad-mda? or Ad-luc or treated with 
O.IM phosphate-buffered saline (PBS) as a mock control. Cells in each treatment group 
were plated in triplicate and cultured for 4 days. Then, at designated time points, cells 
were harvested via trypsinization and stained with 0.4% trypan blue (GIBCO-BRL; Grand 
Island, NY, USA) to reveal dead cells. Viable cells were then coimted using a 
10 hemocytometer. For apoptotic staining, cells were stained with Hoechst 33258 at 72 h 
after infection and analyzed as previously described(Saeki et aL, 2000, 2002). 

4. Cell-cycle Analysis 

To determine the effect of Ad-mda7 on cell cycle, cells were seeded in 10-cm 
culture dishes (5-10 x 10^ cells/dish) and treated with Ad-mda7, Ad-luc or treated with 

15 O.IM PBS. At speciJBc times after treatment, cells were harvested via trypsinization, 
washed once with ice-cold O.IM PBS, fixed wiih 70% ethanol and stored at -20 °C. Cells 
were then washed twice with ice-cold O.IM PBS and treated with RNase (30 min at 37'*C, 
500 units/ml; Sigma Chemicals; St Louis, MO, USA), and DNA was stained Avith 
propidium iodide (PI) (50 ^ig/ml; Boehringer Mannheim; Indianapolis.. IN^ USA). The 

20 cell-cycle phase and apoptotic rate (cells at sub-GO/Gl phase) were anal^^ed using a 
fluorescCTt activated cell sorter (EPICS XL-MCL, Beclanan Coulter, Inc., Fullerton, CA, 
USA). 

5. Mitotic Inde:E 

For mitotic index detennination, cells were harvested at 72 h after treatment with 
25 Ad-mda7. Cells were fixed and stained with PI as described for cell circle analysis 
analyzed by fluorescence microscopy. For each sample, at least 500 cells were randomly 
counted at high magnification (X 40) by fluorescence microscopy, and mitotic cells were 
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visually identified by their lack of a nuclear membrane and by evidence of chromosome 
condensation. 

» 

6. Immunoblot Analysis 

Tumor cells (DU 145 and LNCaP) treated with Ad-mda7, Ad-luc or PBS were 
5 harvested at 72 h after treatment and cell extracts prepared for westem blot analysis as 
previously described (Saeki et al, 2000). The following antibodies were used as primary 
antibodies: Anti-MDA-7 antibody (Introgen Therapeutics, Inc., Houston, TX, USA) 
caspase-3; PARP; and cyclin E (Pharaiingen; San Diego, CA, USA); cyclin A, ^-actin 
(Sigma Chemicals; St. Louis, MO, USA); NFkB, Chkl, Cdc2, phosphospecific-Jakl 
10 p27Kipl, phosphospecific-JNK, phosphospecific-STAT3 (Santa Cruz Biotechnology; 
Santa Cruz, CA, USA); phosphospecific-Tyk2, phosphospecific-STATl, and Cdc25C 
(Cell Signaling Technology, Inc, Boston, MA, USA); cyclin Bl (Lab Vision Corp., 
Fremont, CA, USA); Chk2 (Novus Biologicals, Littleton, CO, USA); p21WAFl 
(Oncogene Research Products, Boston, MA, USA). 

15 7. Statistical analysis 

Student's t-test was used to calculate the statistical significance of the 
experimental results. The significance level was set at P < 0.05. 
Results 

1. MBA-n Espresjsioii Foilowiag Ad-mda? Treatmea* ia Humaa 
20 Prostate Cancer and Epi^elial CeUs 

To detect exogenous MDA-7 expression in cells, DU 145, LNCaP^ PC-3, and 
PrEC cells were grown in six-well tissue culture plates (1x10^ cells/well) and treated 
with Ad-mda7 aiid Ad-luc. Cells treated with PBS served as negative controls. At 24 h, 
48 h and 72 h after infection, cell lysates were prepared and evaluated for protein 
25 expression by westem blot analysis. MDA-7 expression was detected in all cell lines 
treated with Ad-mda7 compared to cells that were treated with PBS and with Ad-luc. 
MDA^7 protein expression was observed to be time dependent with maximum expression 
observed between 48 h to 72 h. No endogenous MDA-7 expression was detected in the 
cell lines tested. 
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2. Inhibition of Cell Proliferation in Prostate Cancer CeUs Due to 
Overexpression of MDA-7 

To detennine the effect of Ad-mda7 treatment on cell proUferation, tumor cells 
(DU 145, LNCaP, and PC-3) and normal cells (PrEC) were treated with PBS. with Ad- 
luc, or with Ad-mda7. Cells were harvested at various time points after treatment and 
analyzed for cell viability. A significant inhibition of cell proKferation (P < 0.01) was 
observed starting from day 3 in all the cell lines treated xvith Ad-mda7 when compared 
with that in control cells treated with Ad-luc or treated with PBS. m PC-3 and PrEC ceUs. 
the suppression of cell proliferation was observed to less than that seen in DU 145 and 
LNCaP cells suggesting that these cells may be less sensitive to Ad-mda-7 (FIG. 16). 
However, analysis of cell proliferation at later time points (days 5 and 6) demonstrated 
PC-3 cells to be more sensitive to Ad-mda7 than PrEC cells. 

3. Induction of Apoptosis in Prostate Cancer CeUs due to 

Overexpression of MDA-7 
To determine whether treatment with Ad-mda7 induced apoptosis, cells treated 
with Ad-mda7, with Ad-luc, or with PBS were subjected to flow cytometric analysis. 
Tumor cells (DU 145, LNCaP. PC-3) treated with Ad-mda7 demonstrated an increase in 
the number of cells in sub-GO/Gl phase, an indicator of apoptosis when compared to cells 
that were treated with Ad-luc or with PBS (FIG. 17). However, the nmnber of apoptotic 
cells (5-18%) varied between the tumor cell lines. In contrast, normal cells (PrEC) 
treated with either Ad-mda7 or Ad-luc did not demonstrate a significant change in the 
number of cells in sub-GO/Gl phase when compared to PBS treated cells. To fether 
confirm these results, cells were stained mth Hoechst 33258 at 72 h after infection. 
Tumor cells, not normal cells treated with Ad-mda7, demonstrated condensed and 
; fragmented nuclei, an indicator of apoptosis. No changes were observed in any of the 
control cells treated with Ad-hic. ITiese results indicate that MDA-7 may selectively 
inhibit tumor cells but not normal cells by inducing apoptosis. 

4. Induction of G2 ceU Cycle Arrest due to Overexpression of MDA-7 
To detennine whether MDA-7 is capable of inducing.G2M cell-cycle arrest in 
0 prostate cancer cells, as reported in previous studies of hmnan hmg, breast and melanoma 
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cancer cell lmes,(Saeki et aL, 2000; Mhashilkar et ai, 2001; Lebedeva et al., 2002)cell- 
cycle phases were analyzed by flow cytometry. Cell-cycle analysis indicated an increase 
in the number of tumor cells in the G2/M population at 72 h after treatment with Ad- 
mda7 as compared with tumor cells treated with Ad-luc or with PBS (FIG. 18). Unlike 
5 tumor cells, normal cells treated with Ad-mda? demonstrated no significant increase in 
the number of cells in G2/M-phase when compared to control cells. These results suggest 
that MDA-7 may have selectively affected tumor cells. Furthermore, analysis for mitotic 
index demonstrated that MDA-7 induces G2- but not M-phase arrest in tumor cells (FIG. 
18). 

10 5. MDA-7 Modulates Intracellular Signaling Pathways in Prostate 

Cancer Cells Resulting in Apoptotic Cell Deatii 

The intracellular signaling mechanism that may participate in the MDA-7 induced 
apoptosis in prostate tumor ceUs (DU 145 and LNCaP) was next evaluated. An increase 
in the phosphorylated form of Stall (pSTAT-1) and JNK (pJNK) was observed in both 

15 DU 145 and LNCaP cells treated with Ad-mda7 compared to cells that were treated with 
PBS and Ad-luc. In contrast, a decrease in the phosphorylated form of STAT-3 (pSTAT- 
3) and NFkB was obser\'ed in both tumor cell lines treated with Ad-mda7. The only 
difference observed between the two tumors cell lines was in the expression of JAKl and 
Tyk2. In DU 145 cells, Ad-mda7 treatment resulted in decreased pJAKl expression and 

20 increased pTyk2 expression when compared to control cells. In contrast, Ad-mda7 
treatment resulted in increased pJAKl expression and decreased pTyk2 ejqpression in 
LNCaP cells indicating that the initiation of signaling may differ betweai the two cell 
lines. 

Furthcar analysis of the downstream targets, namely caspases, revealed activation 
25 of caspase-9, caspase-3, and PARP at 72 h after Ad-mda7 treatment in both DU 145 and 
LNCaP cells, these results dondnstrate ftat Ad-mda7 can modulate intracellular 
signaling pathways in prostate canc^ cells leading to the induction of apoptosis via the 
caspase cascade. 
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6. G2 Cell Cycle Arrest by MDA-7 is Associated with Downregulation of 
Cdc25C 

To investigate the mechanism by which MDA-7 significantly induces G2 arrest in 
prostate cancer cells, proteins related to the Gl/S and G2/M cell cycle checkpoints were 
evaluated by Western blot analysis. Ad-mda7 treated DU 145 and LNCaP cells 
demonstrated reduced expression of both phosphorylated and nonphosphorylated Cdc25C 
and decreased expression of Chkl and Chk2, and cyclin Bl proteins that are associated 
with G2/M phase. No significant changes in these proteins were observed in cells that 
were treated with PBS or treated with Ad-luc. Examination of Cdc2 demonstrated a slight 
decrease in Cdc2 expression in LNCaP cells but not in DU 145 cells treated with Ad- 
mda7. Furthemiore, cyclin A but not cyclin E was observed to be reduced in both the cell 
lines treated with Ad-mda7. Examination of additional proteins related to Gl/S and/or 
G2/M cell-cycle checkpoint that are modulated by MDA-7 demonstrated increased 
expression of p27 and p21 in LNCaP cells but not in DU 145 cells. This increase in p27 
and p21 expression in LNCaP cells that are wild-type for p53 gene is probably due to 
enhanced p53 expression since no change in the expression of these proteins was 
observed in p^^ mutant DU 145 cells. These results indicate that MDA-7 induces G2 cell- 
cycle arreast by down regulating G2/M related proteins and are consistent with the cell 
cycle analysis described above. 

E?£ARgg'LE 15: AB-MPA7 RADlQgEMgmZES CABTCER CELLS 
Materials and Methods 

1. Cell culture, vectors, and chemicals 

The human NSCLC cell lines, A549 {wt-p53/yn-Rb) and H1299 (del-p55/wt-i?&), 
and normal human lung fibroblast lines (NHLF), CCD-16 and MRC-9, were obtained 
from the American Type Culture Collection (ATCC). All cell lines were maintained as 
specified by ATCC. 

The recombinant adenoviral vector (Ad-mda7) contains the CMV promoter, wild- 
type mda-J cDNA, and an SV40 polyadenylation signal in a minigene cassette inserted 
into the El-deleted region of modified Ad5. Adenovirus-mediated luciferase (Ad-Xi/c) 
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10 



15 



was used as a control vector. These vectors have been described previously (Mhashilkar 
et al, 2001). The preparations were tested for and determined to be free of replication- 
competent adenovirus and mycoplasma. 

Curcumin and Nocodazole were purchased from Sigma-Aldrich (Poole, UK). 
Stock sohitions of curcumin (10 mM) were prepared freshly on the day of the experiment 
by dissolving the compound in ethanol. Mock-treated cells received the same 
concentration of ethanol. It was then diluted into medium at a concentration of 10 ^M. 
Stock solutions of Nocodazole (5 mg^l) were prepared by dissolving the compound in 
DMSO. It was then was diluted into medium (200 ng/ml). 

2. Gene delivery 

In vitro transfection studies for aU cell lines were performed by plating 2 x 10* 
cells in T25 flasks. Forty-eight hours after plating, cells were incubated for 1 hour with 
purified vector in 1 ml of medium without serum. After 1 hour, fresh medium 
supplemented with 10% FBS was added to the flask. Serum-free medium was used for 
mock transfection. Cells were fiirther incubated for 48 hours before survival curves were 



3. Radiation and clonogenic assay 

CeUs were irradiated with a high-dose rate "'Cs unit (3.7 Gy/minute) at room 
temperature in T25 flasks. Irradiation was performed 48 hours after vector treatment. 

20 The effectiveness of treatments was assessed by clonogenic assays. Briefly, monolayers 
of A549, H1299, CCD-16, and MRC-9 cells were treated in T25 flasks as described 
above, and after various doses of irradiation the cells were trypsinized and counted. 
Known numbers of cells were then rq>lated in 100 mm culture dishes and returned to the 
incubator to allow macroscopic colony development. Colonies were counted after 10-14 

25 days, and the percent plating efficiency and surviving fractions following given 
treatments were calculated based on the survival of nonirradiated cells treated with either 
mock infection, Ad-Luc or Ad-mda7. The vector treatments used were adjusted for each 
line to yield identical reductions in platting efficiency with Ad-mda7, i.e. 80%. The 
vector concentrations used, therefore, were 1000 vp/cell for A549. 250 vp/cell for H1299, 
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and 1 500 vp/cell for CCD-16 and MRC-9 cells. These treatments produced nearly 100% 
transfection efficiency. Some of the experiments on A549 cells vsed a different lot of 
Ad-mda7 vector which required 2000 vp/cell to achieve the same transfection efficiency. 
4. Apoptotic index and ceU cycle analysis 

Apoptosis was quantified by flow cytometry using the APO-BRDU™ Kit 

T^-^„« (^^\ WrJpflv 2 X 10* cells were fixed with 1% 
(Pharmingen, San Diego, CA). Uneuy, z x lu 

paraformaldehyde in PBS for 15 minutes at room temperature, washed twice with PBS, 
and stored in 70% ethanol at -20°C. For analysis, cells were incubated in the DNA 
labeling solution overnight at room temperature. Fluorescent labeled anti-BrdU antibody 
solution was added, and the cells incubated in the dark for 30 minutes at room 
temperature. The stained cells were analyzed by flow cytometry with the use of an 
EPICS flow cytometer (Coulter Corp., Hialeah, FL). AU steps were performed according 
to the manufacturer's recommendations. An analysis region was set based on the 
negative control, and the percentage of labeled cells was calculated from this region. 
5 Apoptotic indices were analyzed 2 days after irradiation with 5 Gy or 4 days after 

infection. This time course was based on preliminary indications of the time for 
maximum apoptotic response. As before, infections with either Ad-mda7 or Ad-Luc 
were performed 48 hours before irradiation. 
5. Western analysis 
0 Briefly, cells were scraped from the plates, washed with PBS, and lysed in ceU 

lysis buffer. Thirty micrograms of protein were electeophoretically separated on either 
8% (for pRb), 12% (for Cyclin Bl, p-c-Jmi, Fas, Bax and p53), or 15% (for MDA-7) 
SDS-polyacrylamide gels and transferred to polyvinyiide difluoride membrane (Millipore, 
Bedford, MA). Mouse monoclonal antibodies for pRb, Cyclin Bl (Phamiingen, San 
15 Diego, CA), p53 (DAKO, Caipinteria, CA), Fas (Santa Cmz Biotechnology, Santa Cruz, 
CA) ^d rabbit polyclonal antibody for Bax (Santa Cruz Biotechnology, Santa Cruz, CA), 
MDA-7 (hitrogen Iberapeutics fcc, Houston, TX), JNK-1 (Promega, Madison, WT) were 
used as primary antibodies. Primary antibody for p-c-Jun, specific for c-Jm» p39 
phosphoiylated on serine^S. was obtained from Santa Cruz Biotechnology- Primary 
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antibody for JNK-l detects the phosphorylated, active fotm of stress-activated protein 
kinase (SAPK), also known as c-Jun N terminal kinase, JNK. The membranes were 
enhanced by chemiluminescence using ECL™ western blot detection reagents 
(Amersham Corp, Arlington Heights, IL) according to the manufacturer's instructions. 
5 Total cellular proteins applied to each lane were adjusted to equal concentration with 
BCA protein assay reagent (Bio-Rad Laboratories, Richmond, CA), and were confirmed 
with coomassie briUiant blue staining method. 

Results 

1. Ad-mda7 enhances radiosensitivity of NSCLC cells, but not NHLF 

10 lines 

Whether Ad-mda7 infection sensitizes NSCLC cells to irradiation in vitro was 
tested. Clonogenic assays were performed on two NSCLC lines, A549 and HI 299 and 
two normal human lung fibroblast (NHLF) cell lines, CCD-16 and MRC-9. These lines 
were infected with either AA-mda? or Ad-Luc (control vector) and irradiated 48 hours 

15 later. The 48-hour time course was based on cell cycle analysis that demonstrated 
maximum G2 arrest in this time firame (see below). As shown in FIG. 19, Ad-mda? 
radiosensitized both NSCLC cell lines even at the clinically relevant dose of 2 Gy. For 
example, the percent survival for A549 cells at 2 Gy was reduced fi-om 69.8% ±3.1 to 
38.5% ± 3.2, (FIG. 19A) and a dose reduction factor (DRF) calculated at the 50% 

20 survival level for Ad-niAi7 plus radiation in A549 cells was 1.93. The percent surxdval 
for H1299 cells at 2 Gy was reduced from 78.2% ± 3.7 to 45.7% ± 4.5 (FIG. 19B) and the 
DRF for H1299 cells was 2.06. The control vector, Ad-£Mc, had no sensitizing effect for 
either A549 or H1299 cells when used at identical vector concentrations. On the other 
hand, Ad-mda7 did not radiosensitize the NHLF lines at the clinically relevant dose of 2 

25 Gy. The percent survival for CCD- 1 6 cells treated with radiation alone and radiation plus 
Ad-mda7 at 2 Gy was 43.6% ± 7.0 and 45.4% db 3.4, respectively (nG. 19C) and for 
MRC-9 cells was 24.2% ± 3.4 and 27.2% db 1 .6, respectively. (FIG. 19D). 
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2. Ad-mda7 induces apoptosis in NSCLC cells but not normal ceUs 

TUNEL assay was used to measure the level of apoptosis (FIG. 20). The percent 
TUNEL-positive cells in A549 cells (FIG. 20A), H1299 cells (FIG. 20B), CCD-16 cells 
(FIG. 20C), and MRC-9 (FIG. 20D) treated with either mock infection, 5 Gy alone, Ad- 
5 Luc alone, Ad-Luc plus 5 Gy, Ad-mda? alone, or Ad-mda7 plus 5 Gy are shown in FIG. 
20. Radiation alone resulted in an increase to 1 1% in the proportion of TUNEL-positive 
cells compared to control in the A549 cells. This effect was less apparent in the H1299 
cells. As expected, Ad-mda? infection alone modestly increased the proportion of 
TUNEL-labeled cells to 10% m A549 cells and 18% in the H1299 cells. However, the 

10 combination of Ad-mda7 and radiation produced a greater-than-additive increase in 
TUNEL-positive cells in both NSCLC Imes achieving levels of 38% and 35% in A549 
and HI 299 cells respectively. This enhancement of radiation-induced apoptosis was not 
evident whai Ad-mda? was replaced with Ad-Lwc. On the other hand, TUNEL-positive 
ceUs for CCD-16 (FIG. 20C) and MRC-9 (FIG. 20D) treated witii Ad-mda? alone were 

15 not substantially increased compared with controls and the combination treatment. Ad- 
mda? plus 5 Gy, only sHghtly increased the proportion of TUNEL-positive cells in the 
NHLF lines. 

3. Ad-mda7 arrests cells in the 62/M pbase of the cell cycle 

A previous report indicated that Ad-mda? suppresses proliferation and induces a 
20 G2/M cell cycle airest in NSCLC cell lines (SaeM et a/., 2000). These effects were validated 
and the e?£pression of two proteins known to be involved in cell cycle regulation, pRb and 
cyclin Bl, was examined. Western blot analysis demonstrated that MDA-7 protein began to 
be expressed in both A549 and H1299 cell lines by 24 hours after infection. Multiple bands 
were evident due to the detection of glycosylated forms of the protein (Wang et aL, 2002; 
25 Lebedeva et aly 2002). As MDA-7 protein began to be expressed following Ad-mda7 
administration, expression of pRb declined within 2-4 days in A549 and H1299 ceDs. In 
contrast, cyclin Bl expression was slightly upregulated by day 2, but these levels declined to 
levels below control by day 3 in A549 or day 4 in HI 299 cells. These results suggested that 
the cells may accumulate in G2/M phase approximately 2 days following Ad-mda? 
30 transfection. This was confirmed by flow cytometry analysis of A549 and H1299 cells at 2 
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days following AA-mda7 treatment (FIG. 21). Whether G2/M arrest by itself plays a role in 
enhancing the radiosensitivity of Ihese cells was investigated. Nocodazole, a drug that 
reversibly blocks microtubule polymerization, was used to accumulate A549 and H1299 ceHs 
in G2/M. The treatment schedule for Nocodazole (200 ng/ml) to induce the same degree of 
G2/M arrest compared to AA-mda7 was 4 hours for A549 cells and 3.5 hours for H1299 
cells. The radiosensitivity of A549 and H1299 cells treated with Nocodazole compared to 
controls using clonogenic assays was then determined. The results shown in FIG. 22 indicate 
that G2/M arrest by itself, at least to the degree mediated by Ad-mda7, does not enhance the 
radiosensitivity of NSCLC cells. 

4. Ad-mda7 enhances radiosensitivity independent of p53, Bax and Fas 
The expression of p53, Bax, and Fas protein in A549 and H1299 was analyzed 

foUowing treatment with either radiation alone, AA-mda7 alone, Ad-m^^a7 plus radiation, Ad- 
Luc, or Ad-ZMc plus radiation. The p53 protein levels dramatically increased in A549 ceUs 
treated with either radiation or AA-mda7 but not with AA-Luc. Fas protein expression in 
A549 cells treated with either radiation or Ad-mda7 was also increased and this effect was 
consistent with a dependence on wild-type p53 since Fas protein expression in H1299 cells 
(which do not express p53) was not enhanced by these treatinents. On the other hand, Bax 
protein expression was not significantly changed in either cell line by these treatments. Thus, 
since A549 and H1299 cells are equally radiosensitized by AA-mda7, neither p53. Fas, or 
20 Bax correlated with radiosaisitization by Ad-Bttfa7. 

5. Ad-mda7 enhances the expression of p-c-JuH protein 

It has been reported that radiation-induced apoptosis requires the activation of c-Jun 
N terminal Kinase (INK) (Chen et al, 1996a; Chen et al, 1996b). The questions of whether 
Ad-mda7 was able to activate JNK and whether this correlated with radipsensitization were 
25 addressed. Rb, p-c-Jun and JNK-1 protein levels were determined in A549, H1299, and 
CCD-16 cell lines treated with either radiation alone, AA-mdaJ alone, AA-mda7 plus 
radiation, Ad-Xi/c, or Ad-£«c plus radiation. Rb protein expression was dramaticaUy reduced 
in A549 and H1299 cells treated with Ad-w<fo7, but not changed with control vector in these 
ceU lines. The expression of both p-c-Jun and JNK-1 was enhanced in A549 and H1299 



15 
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ceUs treated with PA-mdal. In CCD-16 cells, however, Rb protem expression was sUghtiy 
reduced, but expression of p-c-Jun and JNK-1 was not enhanced by hA-mda7 treatment. 
These results are consistent with the possibility that hA-mdal mediates radiosensitivity and 
enhances apoptosis through the activation of JNK-1 and the subsequent activation of p-c-Jun. 
5 6. curcumin abrogates Ad-mda7 mediated radiosensitization 

Curcmnin, a dietary pigment responsible for the yellow color of curry, has been 
reported to inhibit JNK activation (Chen and Tan, 1998). Therefore, the expression of p-c- 
Jun protein was determined in A549 and H1299 cells treated with either radiation alone, 
curcumin alone, hA-mda7 alone, radiation plus curcumin,. radiation plus hArmdal, or 
10 radiation plus curcumin plus PA-mda7. Curcumin when used alone enhanced p-c-Jun 
expression as did Ad-mrfa7 used alone. However, curcumin reduced PA-mda7 mediated 
activation of p-c-Jun in irradiated and unirradiated cells. To examine whether curcumin 
inhibits hA-mda7 mediated radiosensitivity, the inventors performed clonogenic assays using 
A549 and H1299 lines. Cells were infected with Ad-7«rfa7 and irradiated 48 hours later. As 
15 shown in FIG. 23, curcumin abrogated K<\-mda7 radiosensitization in both cell lines. 

F.XAMPLE 16-- BYSTANBF.R EFFECT OF MBA-7 PROTEIN 
AfiATNST MELANOMA CELLS 

ihMDA-7 (rL-24) protein was purified from ^9^-mda7 cells using afBnity 
20 chromatography. Various lots of protein ranged from 30% - >80% purity based upon silver 
stain. The rhI^4DA-7 protein was applied to melanoma cell lines, and cells assessed for 
viability using the Trypan blue assay. As shown in HG. 24, rhMDA-7 protein caused 
dose-dependent death in melanoma ceDs. Treatment of melanoma cells with rhMDA-7 
results in r^id activation (via phosphorylation) of STAT3. The cytotoxicity observed in 
25 melanoma cells is inhibUed by anti-MDA-7 antibodies. HG. 24 shows that both polyclonal 
rabbit anti-MDA-7 and monoclonal anti-MDA-7 antibodies inhibit rt)MDA-7 mediated 
killing, whereas control human IgG has no effect. In parallel studies, the anti-MDA-7 
antibodies also inhibited MDA-7-mediated STATS activation. 

The mechanism of the anti-tumor activity of ihMDA-7 was also evaluated. 
30 Melanoma cells were treated with rhMDA-7 protein and assessed for apoptosis using the 
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TUNEL assay. As shown in Table 4, 5 of 6 melanoma lines treated with 40 ng/ml 
rhMDA-7 for 3 days demonstrated cytotoxicity after rhMDA-7 treatment. These lines 
also showed elevated apoptosis induction. These novel data demonstrate that melanoma 
cells are susceptible to direct cell killing by MDA-7 protein. Thus, it is anticipated that 
5 Ad-mda7 transduction of tumor cells will cause active secretion of MDA-7 protein which 
can then kill neighboring cells. These studies were performed with purified rhMDA-7 
protein. The melanoma cells have also been treated with supernatant from 293-mda7 
cells or control 293 cells. Only the 293-mda7 supernatant causes cell killing. 

0 TABLE 4 ^ 



%Dead %TUNEL 
Positive 



A375 


+ media 




0.0 


0.9 




+ rhMDA-7* 


26.6 






A375.S2 


+ media 




0.0 






+ rhMDA-7 


22.2 




12.3 


MeWo 


+ media 




3.0 


222 




+ rhMDA-7 


20 




12.11 


SK-Wlel-1 


+ media 




0.0 


0.85 




+ rhMDA-7 


5.2 




5.0 20 


WM35 


+ media 




4.7 


2.43 




+ rhMDA-7 


17.6 




17.88 


WM793 


+ media 




4.7 


3.44 




+ rhMDA-7 


5.2 




9.88 



25 

ESiAMFlLE 17: PIBGAimiS AggPOATIOF^ <n <f^ RM:rLAMOBgA_ 

OXIDE SYNTHASE (iWOS) IN ETUMAN MELANOMA; RCPA -T MEGm,ATES 
iNOS EXPRESSION IN MELANOMA CELLS 

30 

Materials and Methods 

The protein expression of mda-7 decreases to nearly imdetectable levels in 
metastatic melanoma. In contrast, expression of inducible nitric oxide synthase (iNOS) is 
increased in advanced stages pf melanoma, and iNOS expression has been proposed as a 
35 potential prognostic marker in this disease. Thus, expression of these molecules in the 
same tumor appears to €«hibit reciprocal characteristics. It is hypothesized that the 
relative ratios of these melanoma progression molecules may define either tumor 
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progression or tumor suppression in human melanoma. TTae first goal of this study was to 
determine whether MDA -7 expression in melanoma negatively correlates wath iNOS 
expression. The second goal was to determine whether iNOS expression could be 
regulated by MDA-7 expression in melanoma cells. 
1. Patient Samples 

The tumor samples used in this study consisted of primary cutaneous melanomas 
and melanoma metastases from various sites. Formalin-fixed, paraffin-embedded sections 
of melanoma tumors were obtained from the Melanoma and Skin Cancer Core Laboratory 
of the M. D. Anderson Cancer Center. 
0 2. Cell Culture 

Metastatic melanoma cell lines, A375 and A375.S2, were obtained from 
American Type Culture CoUection (Rockville, MD). Radial growth phase and vertical 
growth phase melanoma cell lines. WM35. WM793, and their more invasive subclones 
were provided by Dr. Robert Kerbel (Sunnybrook Health Science Center, Toronto, 
15 Ontario, Canada). Tl,e highly metastatic melanoma cellline MeWo was provided by Dr. 
David Menter (M. D. Anderson Cancer Center). Melanoma cell lines used in this study 
were maintained in RPMI 1640 (life Technologies, Inc., Grand Island, NY) 
supplemented with 10% fetal bovine sermn (Life Technologies, Jnc), 100 umts/ml 
penicillin. 100 ,.g/ml streptomycin, 2 mK4 L-glutamine, and HEPES buffer (Life 
20 Technolo^es, Inc.). Cells were either treated with purified K©A-7 at 1-20 n^, or 
infected with Ad-mda7 or control Ad-tac for in vitro studies. 
3. Purification of Human MDA-7 

The fiill-length cDNA of MDA-7 was cloned into the pCEP4 FLAG vector 
(hivitrogen, San Diego, CA) containing the CMV promoter. H^e plasmid was transfected 
25 into HEK 293 cells, and stable subclones were isolated using hygromycin (0.4 Mg/ml)- 
supernatant containing the secreted MDA.7 was supplemented with protease inhibitors (1 
;.g/ml leupeptin, 1 Mg/nd pepstatin, and 0.5 mM phenyhnethylsulfonyl fluonde) and 
0 05% sodium azide. and was concentrated 10-fold with an Amicon stirred cell (Amrcon. 
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Beverly, MA) on an YMIO membrane. Ten-ml aliquots of concentrated supernatant were 
separated over an S200 Superdex prep grade colxmin (Amersham Pharmacta, Piscataway, 
NJ) in 1 X PBS (pH 7.4), and fractions identified to contain MDA-7 by Western blot and 
EUSA were pooled. After buffer exchange on an Amicon stirred cell to 50 mM 4- 

5 morpholmepropanesulfonic acid (pH 6), a second purification step was performed using a 
Bio-Rad S column. Column conditions consisted of a 0-90-niM NaCl gradient, a 5-min 
hold at 90 mM NaCl, a 30-min 90-250-mM gradient at 1 ml/min, and a 5-min hold at 250 
mM NaCl. The entire purification was conducted at 4°C, and MDA-7 was identified 
using ELISA and Western blotting procedures. The final samples contained at least 300 

10 ng/ml MDA-7 as determined by ELISA. Individual lots of partially purified MDA-7 were 
tested for endotoxin using the QCL 1000 quantitative chromogenic LAL kit 
(BioWhittaker, Walkersville, MD). 

4. Gene Transfer 

RepBcation-deficient human type 5 adenovirus (Ad5) carrying the mda-7 graie 
15 was obtained fiom Litiogen Therapeutics (Houston, TX). The mda-7 gene was linked to 
an internal CMV-IE promoter and followed by SV40 polyadenylation. Ad-X«c and Ad- 
QMSf polyadenylation (luciferase and empty vector, respectively), were used as control 
viruses. Cells were plated 1 day before infection. Melanoma cells were infected with 
adenoviral vectors ihA-mda7 or Ad-/«c) using 1000-5000 viral particles per cell. 
20 Experimental conditions were optimised to achieve MDA-7 protein expression by >70% 
of cells, based on results of immunohistochemical staining. 

5. Reagents 

Anti-iNOS mouse monoclonal antibody Transduction Laboratories, Lexington, 
KY) was used for iNOS immunohistochemistry and confirmed as being cross-reactive 
25 between species. A£6nit>-purified polyclonal rabbit antibodies to MDA-7 were provided 
by Introgen Therapeutics. IRF-1 and IRF-2 polyclonal antibodies were purchased from 
Santa Cruz Biotechnology hic. (Santa Cruz, CA). Phospho-Statl (Tyr701) and Phosphb- 
StatS (Tyr705) antibodies were obtained from CeU Signaling Tech. (Beverly, MA). Pre- 
immune normal mouse IgG (Vector Laboratories. Burlingame, CA) was used as a 
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negative control. Antivimentin antibody (BioGenex Laboratories, San Ramon, CA) was 
used as a positive control for all of the melanoma staining. 

6. Immunohistochemistry 

Inimunohistochemical labeling was perfomied on 10% formalin-fixed, paraffin- 
embedded melanoma tissue, cut 4-6 ^m thick. Sections were placedon silanized slides 
(Histology Control Systems, Glen Head, NY), deparaffinized in xylene, and rehydrated 
in descending grades (from 100 to 85%) of ethanoL To enhance the immunostaining and 
restore the maximal antigenicity of cytokines, sections then were placed in antigen 
unmasking solution Vector Laboratories) and microwaved intermittently for up to 10 min 
to maintain a boiling temperature. After the slides were cooled at room temperature for 30 
min, they were washed in distilled water and PBS. After this initial preparation, the slides 
were removed from PBS and covered with 3% H2O2 (Sigma Chemical Co., St. Louis, 
MO) in methanol to block endogenous peroxidase activity. All of the incubations were 
carried out at room temperature in a humidified covered slide chamber. The slides were 
washed in PBS before incubation in PBS containing 0.05% Triton X-lOO (Sigma 
Chemical Co.) for 15 min to permeabilize the cells. An avidin-biotin-peroxidase complex 
kit (Vectastain; Vector Laboratories)was then used to detect staining. After the slides 
were incubated for 30 min with the blocking serum, the primary antibodies at various 
dilutions (1 :100 to 1 :200) were added, and the sUdes were incubated for 60 min at room 
temperature. The slides were then washed, incubated for 30 min with secondarj*^ 
biotiuylated antibody, washed again, and then incubated for 30 min with the avidin- 
biotrn-peroxidase complex reagent After the slides were washed in PBS, the 
immunostaining was developed with the use of 3-amino-9-ethylcarbazole as a chromagen 
for 15 min. Slides were counterstained with h^iatoxylin (Vector Laboratories) and 
mounted with Aqua-Mount (Lemer Laboratories, Pittsburgji, PA). For each saniple, 
vimentin and isotype-matched control IgG served as positive and negative primary 
antibody controls, respectively. The specificity and sensitivity of these antibodies have 
been published previously (Ekmekcioglu et aLy 2000; Lebedeva et al, 2002). All of the 
tissue samples from a given patient were immunolabeled in the same experiment. 



-148- 



wo 20()4/078124 



PCT/US2004/006147 



7. Immunohistochemistry Scoring 

Iminunolabeluig was scored separately for two variables: first for number of 
positive cells, second for the overall intensity of innnunoreactivity of the positive cells. 
Scoring for number of positive cells was defined as follows: (0) is for <5% positive cells; 
5 (1) is for 5-50% of positive ceUs; (2) is for 50-90% of positive cells; and finally,:(3) is for 
>90% of positive ceUs. Mtensity scoring was defined as follows: (0) is for no staining; (1) 
is for light staining; (2) is for moderate staining; and (3) is for intense staining. The sUdes 
were interpreted by two independent 
readers. 

10 8. Immunoblotting Assays 

Two X 10* cultured melanoma cell lines were rinsed twice in ice-cold PBS and 
lysed in 60 fi\ of lysis buffer [25 mM Tris, 140 mM NaCl, and 1 % NP40 (pH 7.5)] 
containing 5 mM EDTA, 0.2 mM orthovanadate, 10 mM NaF, leupeptin, ^rotinin, and 
phenylmethylsulfonyl fluoride for 10 min on ice. Equal amounts of total protein 

15 (measured with DC Protein Assay Reagent; Bio-Rad Labs, Hercules, CA) were loaded on 
a standard 10% SDS polyacrylamide gel, and fractionated proteins were electroblotted 
onto a nitrocellulose membrane. Nitrocellulose membranes Avere blocked for 1 h at room 
temperature using 5% dry milk in 1 x PBS and washed three times for 5 min each in PBS 
containing 0.05% Tween 20 at room temperature. The membranes were incubated 

20 overnight at 4^C in a sealed bag with a 1 :2000 dihition of IRF-1 and IRF-2 polyclonal 
antibodies in 10 ml of 5% diy milk/0.1% Tween 20 in 1 x PBS. The membranes were 
washed three times for 5 min eadi in PBS containing 0.05% Tween 20, and then 
incubated with praoxidase-conjugated antirabbit IgG secondary antibody (Transduction 
Laboratories) at 1 :2000 dihition in PBS with 5% dry milk and 0.1% Tween 20 for 45 min 

25 at room temperature. The blots were visualized using an enhanced chemihuninescraice 
detection kit (Amersham, Arlington Heights, IL). 
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9. Statistical Analysis 

Means and SDs for the iNOS and MDA-7 variables were computed. To 
investigate the association between iNOS and MDA-7 cotot and intensity measurements, 
the test for absence of correlation was performed using the Kendall T-b test (Woolson. 

1987). 
Results 

1. Melanoma Tumor MDA-7 Expression Negatively Correlates with 

Tumor iNOS Expression 
To deteraiine whether MDA-7 expression correlated inversely with iNOS 
expression in the same tumor, the inventors performed inmiunohistochemical analyses on 
sequential paraffin-embedded malignant melanoma tumor sections. Thirty-eight primary 
melanomas and 43 metastases (total of 81 tumor samples) were analyzed in these 
experiments. After immunostaining with anti-MDA-7 polyclonal antibody and anti-iNOS 
monoclonal antibody, sample immunoreactivity based on numbers of positive cells and 
staining intensity was analyzed. A direct comparison bet^veen the numbers of MDA-7- 
staining cells and iNOS-staining ceUs revealed a negative association. FIG. 25A 
demonstrates a significant inverse correlation between numbers of cells staining 
positively for iNOS and for MDA-7 (correlation coefficient = -0.209. P < 0.05, Kendall r- 
b test). Similarly, the data were analyzed for an association between iNOS and MDA-7 by 
comparing the intensity of staining. FIG. 25B shows an inverse correlation between 
iNOS intensity and MDA-7 intensity (correlation coefficient = -0.201, P < 0.05, Kendatt 
r-b test), reflecting a significant decrease in the average iNOS intensity as MDA-7 
intensity increases. Evaulation of tumor MDA-7 and iNOS expression showed a native 
association between iNOS and R4DA-7 expression in sequential sections of a primary 
melanoma and sequential sections of a metastasis derived ftom it Primary melanoma 
tumor MDA-7 immunoreactivity in a paired sample displays intense cytoplasmic 
immmrolabeKng, whereas both the lymph node metastasis and brain metastasis are 
negative. In contrast, primary mfelanoma tumor iNOS is absent, whereas the lymph node 
metastasis and brain metastasis are strongly iramunolabeled. 
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2. Ad-mda? and rhMDA-7 Down-Regulate iNOS Expression in Human 

Melanoma Cell Lines 
The inverse expression of MDA.7 and iflOS demonstrated by 
immunohistochemistry suggested a potential cause^efiFect relationship. Hence, the 
inventors performed a series of in vitro experiments to examine the possible modulation 
of iNOS expression by MDA-7. First, the inventors infected melanoma cell lines, A375, 
MeWo, WM35, and WM793 with AA-mda-7 (500, 1000, and 2000 viral particles per 
cell) or wifli Ad-/MC (1000 viral particles per cell). At baseline, these melanoma cell lines 
express high levels of iNOS and are negative for MDA-7. Forty-eight h after vector 
treatment, the cells were collected, and cytospins were prepared to analyze iNOS 
expression. KA-rrida? at 1000 and 2000 viral particles per cell completely down- 
regulated expression of iNOS by 48 h, whereas Ad-/i«; infection had no effect. The dose 
ofAd-mda? vector that inhibited iNOS expression did not appear to result in significant 
cell death during this short incubation. These experimental results indicated that gene 
15 transfer expression specifically blocked iNOS expression in melanoma ceUs. It has been 
shown pre^'iously that MDA-7 is secreted by Ad-m^foZ-infected inelanoma cells 
(Lebedova et al, 2002; MhashiBcar et aL, 2001). To address whether secreted MDA-7 
- might also contribute to iNOS regulation, the inventors incubated the melanoma cell lines 
with 0, 5, or 20 ng/ml of rhMDA-7 and stained for iNOS expression. rhMDA-7 at a 
20 concentration of 20 mg/ml resulted in clear down-regulation of iNOS expression by 48 h 
in A375 melanoma cells. 

3. MDA-7 Modulates IRF-1 and IRF-2 Expression in Melanoma Cells 
rh-MDA-7 protein treatinent of melanoma cells resulted in potent down- 
regulation of iNOS expression, suggesting that MDA-7 may be functioning via a 
25 receptor-mediated pathway. It has been shown recently that MDA-7 can bind and signal 
through the 11^20 and receptors. Thus, tiie inventors predicted tiiat the 11^20 and/or IL- 
22 receptor signal transduction pathways, both of which are class O cytokine receptors 
that involve STAT activation, would be active in melanoma ceUs exposed to MDA-7. 
Both STATl and STATS phosphorylation were initially shidied by immunohistochemical 
30 labeling in melanoma samples incubated with rhMDA-7. Although no alteration in 
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STATl phosphorylation was observed, there was consistent detection of up-regulation of 
STAT3 in MDA-7 treated MeWo cells compared with untreated cells. Similar findings 
were observed in the melanoma cell lines A375 and WM35, and A375.S2, and in 
peripheral blood mononuclear cells from a healthy donor, hicreased STATS expression 
5 was jSrst observed in the cytoplasm of MeWo cells treated with 20 ng/ml rhMDA-7- 
Moreover, in immunohistochemical labeling studies, staining for phospho-STAT3 was 
observed in the nuclei of these rhMDA7-treated melanoma cells. 

4. MDA-7 Modulates IRF-1 and IRF-2 Expression in Melanoma Cells 

On the basis of the finding of induction of STATS phosphorylation after exposure 
10 to MDA-7, the downstream targets of STAT proteins were next evaluated. Two of these 
targets, IRF-1 and IRF-2, oppose each other in their activities in tumor cells. Of note, 
IRF-1 induces iNOS gene expression (Saura et al, 1999; Dell'Albani et aL, 2001). To 
investigate the potential moleculaipathways linking MDA-7 signal transduction to iNOS 
expression, IRFl and IRF2 expression in melanoma cells after treatment with rhMDA-7 
15 was evaluated, hnmunoblotting for IRF-1 and IRF-2 molecules in rhMDA-7-treated cell 
lysates demonstrated an up-regulation of IRF-2 expression within 4 h. On the other hand, 
IRF-1 expression was dramatically decreased by rhMDA-7 treatment of MeWo cells 
within 4 h (FIG. 26). Although differences did not reach significance because of the small 
sample size, IRF-1 expression fell by almost 4-fold, whereas IRF-2 expression increased 
20 by 4.7-fold. 

EXAMPLE 18: AP-MDA7 AUGMENTS ANTI-TUMOR 
EFFICACY OF TAMOXIFEN 

T47D cells were treated simultaneously with increasing MOIs (0-1000 vp/cell) of 
25 Ad-vectors and increasing concentration of tamoxifen (0-2 ftg/ml). Four days post- 
treatment, the cells were analyzed for proliferation using the tritiated-thymidine 
incorporation assay. FIG. 27 shows that PA-mda? augments the anti-tumor efiBcacy of 
tamoxifen. 
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EXAMPLE 19: MDA-7 ACTIVATES STAT3 IN ENDOTBOELIAL CELLS 

HUVEC cells were treated with 10-20ng of purified MDA-7 protein in chamber 
slides (1000 cells/chamber). The MDA-7 was affinity-purified MDA-7. After 4 h the 
cells were washed and incubated with rabbit anti-p-Stat3 antibody (Cell Signaling, 1:1000 

5 dilution) for 1-2 hours at 4"*^ The cells were then washed 3x with PBS and treated with 
secondary, Texas-red conjugated anti-Rabbit-IgG (1:1000 dilution). The cells were 
washed and then analyzed for pStat3 nuclear staining by fluorescence microscopy. 
Results indicate that MDA-7 activates Stat3 in endothelial cells. Similar results were 
obtained using crude 293-MDA-7. Cells were simultaneously stained with Hoescht dye 

1 0 to visualize nuclei. 



EXAMPLE 20: AD-MPA7 AND MDA-7 PROTEIN REGULATE CYOKINE 
SECRETION FROM MELANOMA CELLS 

Results of a comparison of cytokine induction by AA-mda7 or MDA-7 protein 
1 5 treatment of melanoma cells are shown in FIG. 28. 

EXAMPLE 21 : EFFECT OF AP-MPA7 ON A549 LUNG METASTASES 
A549 limg cancer cells were injected intravenously into, nude mice to estabhsh 
lung metastases. Ad vectors (Ad-empty (Ad-E\0; Ad-Zwc, AA-pSS, and Ad-mdaT) were 
20 completed with protamine and injected intravenously into nude mice and tumor burd^ 
in the lungs was measured. Results are shown in FIG. 29. 

EXAMPLE 22; MDA-7 SELECTIVELY INHIBITS VASCULAR SMOOTH 
MUSCLE CELL GROWTH AND MIGRATION 

25 Material and Methods 

1 . Cell Culture and CeU Counts 

PAC-1 SMC were maintained at 37 °C, 5% CO2 in DMEM (GIBCO/BRL, Life 
Technologies) supplemented witti 10% FBS. PACl cells were used at passage level 70- 
85. PACl cells were growth-arrested by 0.1% FBS for at least 24 hours. Normal rat aortic 
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15 



20 



25 



smooth muscle cells (RASMC) were used at passage 10-20. Primary human coronary 
artery SMC (HCASMC) were obtained from a commercial vendor and grown in SmGM- 
2 medium (Clonetics, San Diego, CA) and used at passage 5-10. Cell viability after virus- 
transduction was measured by manually counting Uve cells (in tripUcate) with a 
hranocytometer (Fisher) at the indicated time points. 

2. Trypan blue exclusion ' 

Cell viability was determined using the Trypan-blue exclusion assay. Briefly, total 
cells (suspension + trypsinized) were mixed 1:1 with Trypan blue solution (Gibco-BRL) 
and then observed under a hemocytometer via light microscopy. The percent of blue cells 
(dead cells) were counted (an average count of 3-5 fields were made). 

3. Adenovirus Transduction 

Recombinant, replication-defective adenovirus directing the expression of either 
human mda-7 (Ad-mrfa7) or luciferase (Ad-Luc) (Mhashilkar et aL, 2001), Ad-RSV-beta- 
gal and Ad-SM22-p-gal have been described (Kim et a/., 1997). PAC-1 SMC were grown 
in 6-wen plates or 100 mm dishes in complete medium. When the cells were 50%-90% 
confhient, the medium was changed to DMEM containing 2% FBS, and stock virus 
preparations diluted in the above medium if necessary and inoculated onto the cell 
monolayers at the indicated multiplicity of infection (MOt pfii/ceB). . Aftor 1 hour virus 
adsorption at 37oC v«th rotation by hands every 10 minutes, complete medium was 
added to the transduced cultures and cefls were incubated at 37 for the indicated times. 
As a control in some experiments, an identical group of cells was left untransduced but 
incubated in DMEM containing 2% FBS for 1 hour with rotation every 10 minutes. X-gal 
histochemistry was performed as described ^im et aL, 1997). 

4. Northern Blotting 

Total RNA was isolated fiom the PACl cells transduced with virus using acid 
phenol extraction method (Chomczynski and Sacchi, 1987). 10 of total RNA was 
electrophoresed in 1.2% agarose gel containing formaldehyde, transferred to a n)don 
membrane (Zeta Probe, BioRad Laboratory), and hybridized with '^P-labeled human 
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mda-? cDNA fragment. After hybridization, the nylon membrane was washed and 
exposed for autoradiography. GAPDH probe was also used to hybridize with the stripped 
membrane to detect the GAPDH niRNA as a control for equal loading. 

5. Western Blotting 

5 Following experimental treatment, PACl cells were harvested in lysis buffer. Cell 

lysates were then sonicated, and centrifiiged at 14,000 x g at 4 ""C for 15 minutes. 
Supematants were transferred and protein concentrations of samples were assessed using 
Bio-Rad protein assay kit. In some experiments, conditioned medium were also collected 
for analysis of protein secretion before the cells were lysed. 30-50 pg of cellular protein 

10 or 10-20 ]i\ of conditioned medium were fractionated on 10-12% SDS-PAGE and 
transferred to immobilon-P membranes (Millipore). Membranes were subsequently 
probed with protein-specific antisera MDA-7 antibody (1:1000, Introgen Therapeutics, 
Houston, TX) and other apoptotic antibodies (BAK, BAX, BCX-2, BCI^xL, 1:1000, 
Santa Cruz, CA). pSTAT-3 protem was detected using rabbit anti-human pSTAT-3 

15 antibody (1:1000, Cell Signalling Technologj^ Beverly, MA). Equivalence of protein 
loading was assessed using anti-j(3-tubulin antibody. Immunologically identified proteins 
were recognized using alkaline phosphatase-conjugated, species-specific IgG and 
Enhanced Chemiluminescence (PIERCE). 

6. Analysis of Apoptosis 

20 FACl cells were analyzed for apoptosis, using the ApoAlert Annesin V-FTTC kit 

(CLONTECH). Briefly, virus-transduced cells were harvested by trypsinization and 
washed extensively with PBS and binding buffer. The cells were then incubated with 
Annexin V-FITC reagent diluted in binding buflfCT for 30 minutes at room temperature in 
dark with flicking every 10 minutes. Cells were washed twice with PBS and processed for 

25 FACS analysis. PACl cells were also analyzed for apoptosis, using DAPI staining assay. 
Briefly, virus-transduced cells at each time point washed with PBS, fixed in 4% 
paraformaldehyde and incubated with 300 nM DAPI diluted in PBS at room temperature 
for 1-4 minutes. The cells were then rinsed in PBS and visualized by fluorescence 
microscopy and the ^optotic cells were detennined by analysis of nuclei and expressed 
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as the number of apoptotic nuclei m a total cell ntraiber of 400 nuclei x 100%, as 
described previously (Dimmeler et al, 1997). PACl cells were analyzed for caspase-3 
activity using Apo-ONETM Homogeneous Caspase-3/7 Assay kit (Promega, Madison, 
WI) according to the manufacturer's protocol. Briefly, the virus-transduced cells were 
5 lysed in hypotonic buffer (25 mM HEPES, PH 7.5, 5 mM MgCl, 5 mM EDTA, 5 mM 
DTT, 2 mM PMSF, 10 |ig/mL Pepstatin, 10 fig/mL Leupeptin) by freeze-thaw twice 
followed by a centrifugation at 13,500 rpm for 15 minutes at 4 **C. Supematants wore 
transferred to new tubes for activity assay. Another set of experimental cells was 
harvested in NHE buffer for quantification of total protein. For each reaction, 25 fiL of 

10 the cell lysate was used to incubate with 25 jiL of Homogeneous Caspase 3/7 Reagent 
(substrate diluted in buffer) at room temperature for 4 hours with continuous shaking in 
the presence or absrace of 150 nM caspase-3 inhibitor (Ac-DEVD-CHO). The 
fluorescence was measured in a fluorescence plate reader at an excitation wavelength of 
485nm and an emission wavelength of 535nm. The analysis of caspase 3 activity was 

15 performed by normalization of the measured fluorescence with total protein and 
expressed as Units/10 jig total protein. 

7. Flow Cytometry 

Apoptosis of cells after viral transduction and integrin expression on the cell 
surface was assessed by flow cytometry. PACl cells transduced with viruses were 

20 harvested by trypsinization, washed with PBS and JB^ied v/ith cold 70% ethanol for 12 
hours. The cells were centrifiiged, washed wath PBS tvdce and resuspended in PBS 
followed by incubation with propidiimi iodide (PI) at final concentration of 50 jig/mL and 
RNAse at 20 ^g/mL at room temperature. An identical group of cells as a control was left 
untransduced but followed by the same treatment as described above. Treated cells 

25 prepared as a single suspension of 105 cells/mL of PBS were then evaluated by FACS 
analysis using a FACSCalibur flow cytometer (Becton Dickinson, San Jose, CA). The 
percentage of cell apoptosis was detennined using the program of Modfit ^optosis 
analysis (Becton Dickinson, San Jose, CA). Three separate experiments were performed 
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With three different populations of cells. Flow cytometric analysis was also performed to 
evaluate the integrins protein expression on the cell surface, as described (U et al, 2001). 

8. Cell Migration Analysis 

The rate of migration of PACl cells was determined by using a scratch wound 
assay as described (Huang and Kontos. 2002). Briefly. PACl cells were grown in 60-mm 
plates until 90% confluent then either left untransduced or transduced with viruses for 24 
hours. The cell monolayer was disrupted with a sterile pipette tip to create a cell-free zone 
after starvation for 24 hours. The cells were then treated with or without 10% FBS. 24 
hours aft^ treatment, cells were visualized under an Olympus IX-70 microscope 
comiected to a camera. PACl cell migration was quantified by measuring the width of the 
cell-free zone (distance between the edges of the injured monolayer) at 3 distinct 
positions with a manually set ruler. 

9. STAT-3 Activation 

Cells are plated in chamber slides and treated with MDA-7 protein for 60 minutes 
and then washed thoroughly with PBS (3x). The cells are then fixed with methanol: 
acetic acid (95:5 vol:vol) and stained with anti-pStat3 monoclonal antibody (1:1000 
dilution; CeU Signalling) for 1 h at 4 "C. The cells are then washed 3x with PBS and 
treated with secondary antibody (1:1000 dihition; Texas Red-conjugated-Rabbit anti 
mouse IgG; Sigma) for Ih at 4''C. The cells are then washed and examined under 
20 fluorescence miaroscopy. 

10. Statistical Analysis 

All values are expressed as mean ± SEM. All graphical data are representative of 
at least 3 independent experiments, excq>t HG. 30, which had 2 repUcates. Tests for 
significance of differences were made by ANOVA or Student's t test as appropriate. 
25 Significance was determined as p< 0.05 
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Results 

1 Characterization of PACl SMC 
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2. Human MDA-7 Expression in PACl SMC Transduced witii Ad-mda? 

No endogenous mda-7 mRNA was detected in PACl growing in complete 
medium. However, both mda-7 mRNA and MDA-7 protein were found in PACl 
transduced with Ad-mda? with no detection mda-7 mRNA or protein in control virus- 
treated ceMs. MDA-7 protein was detected in the conditioned medium suggesting that 
Ad-mda7 transduced PACl secrete soluble MDA-7 protein. This finding is consistent 
with previous studies in human tumor cell lines transduced with AA-mda7 (Mhashilkar et 
al, 2001). Consistent with previous studies using human tumor cells (Mhashilkar et aL, 
2001), MDA-7 was secreted from PACl ceUs as a larger protein than the intracellular 
form, which is indicative of some post-translational mddification {e.g., glycosylation). 
Analysis of secreted MDA-7 protein levels indicates a temporal increase in protein 
secretion from PACl cells after Ad-mda7 transduction at 100 pfii/cell (MOT) over 3 days. 
A dose-dependent increase in MDA-7 protein was also observed in bofli cell lysate and 
conditioned medium from PACl cells transduced with increasing MOI of Ad-mda7. 
These studies establish the feasibiHty in effecting very large increases in MDA-7 
expression in PACl SMC- 
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3. Ectopic MDA-7 Expression Inhibits PACl SMC GroTVth 
Whether forced expression of mda-7 had hAibitory effects on the growth of PACl 
cells was investigated next. PACl SMC were transduced with M-mda7 or Ad-Xuc at 0, 
40 100 and 200 MOI and viable cells were counted 3 days following transduction. One 
5 re^rese^ative study is shown in FIG. 31. PACl SMC transduced with Ad-^rfaZ 
exhibited significant decreases in the nmnber of viable ceUs as compared to Ad-i«c 
transduced cells. A maximal inhibitory effect oimda-7 expression on PACl cell growth 
was observed at 1 00 MOI (p=0.02 compared to Ad-£«c); at higher MOIs, Ad-i«c showed 
toxicity. Thus, all subsequent studies used AA-mda? at 100 MOI. 
10 4. MDA-7 Expression Enhances PACl SMC Apoptosis 

Previous studies demonstrated that Ad-mrffl7 induces ptosis in a variety of 
human tumor cell lines derived from breast, colon, and hmg (Mhashilkar et aL, 2001; 
Saeki et aL. 2002). It is likely that inhibition of PACl cell growth by MDA-7 was 
mediated in part by an increase in apoptosis. hritial studies were performed to detemnne 
15 caspase-3 activity, a member of the cysteine aspartic acid-specific protease (caspase) 
family, which plays key effector roles in apoptosis in mammalian cells (Nicholson et aL, 
1995). A significant increase in caspase 3 activity was observed in Ad-mda7 treated 
PACl cells compared to untreated or Ad-Luc treated cells (p<0.05 compared to Ad-Luc) 
(FIG. 32A). The caspase-3 activity was specifically inhibited by the caspase-3 inhibitor 
20 (Ac-DEVD-CHO). These findmgs suggest that overexpression of mda-7 activates 
caspase 3 and promotes apoptosis in PACl cells. 

To quantify the apoptotic effect of MDA-7 expresdon in PACl SMQ the 
mventors next examined the phospholipid, phosphatidylserine (PS), present on the cell 
surface using Amiexin V staining in conjunction with FACS analysis as a measure of 
25 early apoptosis. Compared to control M-Luc transduced cells, Adrmda? treatment 
resulted in significant increase (p<0.05) in the number of apoptotic PACl SMC as early 
as 24 hours after transduction (FIG. 32B). DAPI staining assay was performed to 
quantify the effect of Ad-mda7 on late apoptosis by analyzing nuclear condensation and 
disruption. Ad-mda7 transduction resulted in significant increases (p<0.05) in the number 
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of apoptotic cells at each time point compared with control virus (FIG. 32C). M another 
independent measure of apoptosis, the inventors noted Ad-mda7 treated cells exhibited a 
profound increase in the number of ceUs in the sub GO/Gl phase of the cell cycle. 
Together these findings suggest that enhanced apoptosis may contribute to the inhibition 

5 of PAC 1 SMC growth by Ad-mda 7. 

Previous studies showed that changes in the levels of BAX, BAK and the ratio of 
BAX to BCL-2 proteins may be important mediators in the induction of apoptosis in 
cancer cells by mda-7 (Lebedeva et al, 2002; Su et aL, 1998; Madireddi e/ al., 2000). To 
determine if these apoptosis-associated molecules contribute to programmed cell death 

10 mediated by ectopic mda-7 in PACl ceUs, the levels of the various proteins were 
determined by Western blotting 6-72 hours post-transduction with Ad-mda7. 
Upregulation of proapoptotic (BAK, BAX) proteins occurred in PACl SMC 72 hour after 
transduction with 100 MOI Ad-mda7, although BAK protein appears to increase as early 
as 24 hr. Ad-Luc treatment for 72 hours showed no change in protein levels. In contrast, 

15 anti-^optotic (BCL-2) protdn expression decreased in PACl cells 72 hours after 
transduction with 100 MOI Ad-mda7 with only minor change in BCL-xL protein. These 
results suggest that increases in the levels of pro-qwptotic (BAK, BAX) versus anti- 
apoptotic (BCL-2, BCL-xL) proteins resulting from transduction with Adrmda? may 
trigger late apoptosis in PACl ceUs. Note that apoptosis is detectable within 24 hours of 

20 Ad-fnda7 treatment (FIG. 32B, and 32Q, consistent with the increase in BAK levels, but 
not BAX. Thus, BAK pro-apoptotic inrotein may be the initiator of apoptosis in PACl 
cells. 

5. MDA-7 Inhibits PACl SMC Migratioa 

Cellular migration is another key process in the evolution of a neointima in 
25 vascular pathologies. To investigate whether mda-7 egression alters PACl SMC 
migration, the migration of adenovirus-transduced or untransduced PACl SMC was 
measured after scrape wounding the monolayer. Stimulation with seium significantly 
increased the migration of PACl into the wound. In contrast, mda-7 over expression 
significantly inhibited both basal (p<0.05) and FBS-stimulated (ip<0.01) PACl ceU 
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nrigration at 100 MOI (FIG. 33). Thus mda-7 can block migration even in the absence of 
serum-stimulation. 

6. Ad-mda7 does not inhibit growth of nonnal SMC cells 
Primary human coronary artery SMC (HCASMC; passage 5-10) and normal rat 
aortic SMC (RASMC; passage 10-20) were transduced with PA-mda? or Ad-/«c at 
various MOIs. Western blot analysis demonstrated that MDA-7 protein was produced 
intraceimiarly and also secreted from both normal types of SMC, at levels comparable to 
that seen with PACl SMC. No MDA-7 was endogenously expressed in the normal SMC 
or after Ad-Luc treatment Similar levels of MDA-7 protein were expressed in HCASMC 
and RASMC as PACl cells after AA-mda? transduction with 100 MOI. However, cell 
viabiUty studies showed no loss of cell viability after M-mda7 treatment of HCASMC or 
RASMC. Similar results were observed using cell cycle analysis as an independent assay 
for apoptosis induction (see Table 6). Only PACl SMC showed an increase m sub 
GO/Gl cells after P.A-mda7 treatment at 100 MOI for 24 hours. Urns the inhibition of 
cell growth and induction of apoptosis observed in rat PACl SMC is not observed m 
normal rat SMC or primary human SMC. 

To try and mdeistand the differential activity of mda-7 over-expression in PACl 
cells versus normal rat and human SMC, chromosome spreads of the PACl cells used in 
this study were evaluated. Ka^otyping of passage 70-85 PACl cells revealed 
, fundamental differences in chromosomal banding compared to earlier reports of PACl or 
RASMC karyotypes (Firuffi et aU 1998). Specifically, the PACl cells showed trisomy 
20 a translocation at chromosome 11 resulting in a larger p ann, and an additional marker 
ch^mosome of unknown origin. Thus, there are substantial chromosomal abnonnahties 
m the strain of PACl cells susceptible to MDA-7-mediated ceU death. 
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TABLE 6 





Ad-Luciferase 


Ad-MDA? 


PACl 


8.16% 


24.07% 


HCASMC 


18.1% 


18.49% 


RASMC 


0.98% 


0.87% 



7. MDA-7 effects cell death through an intracellular pathway 
To determine whether the selective death induced with Ad-mda7 in PACl SMC 
5 was due to a surface receptor-mediated process or through some intracellular pathway, 
cell death and STAT-3 activation (a measure of MDA-7yiL-24 receptor activation) was 
. measured following stimulation of PACl SMC and RASMC with recombinant MDA-7 
(rMDA-7). No statistically significant increase in cell death was observed in PACl SMC 
stimulated with rMDA-7. Consistent with this finding was our inability to demonstrate 
10 any evidence for STAT-3 activation in these cells. These results suggest that Ad-mda7 
mediates selective cell death in PACl SMC through an intracellular mechanism. 

EXAMPLE n.TNICAL TWTAT. RESUL^ rg AMID IHTR-PRF^TION 

•M^iftrial mnd Methods 

15 1. Patient Criteria 

Histologically confirmed carcinoma with at least one lesion that was accessible 
for needle injection and then surgically resectable (phase 1 patients). Kamofeky 
perfonnance status of greater than 70%. Acceptable hematologic, renal and h^atic 
function. No patients with active CNS metastases, chronic immunosuppressive use, or 

20 prior participation in a therapy requiring the administration of adenovirus were allowed. 
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2. Quantitative PCR,RT-PCR 

Samples were tested using a TaqMan™ based assay. The assay detects a 109 nt 
amplicon located between the 3' region of the CMV promoter and the 5' region of the 
mda.7 gene. The assay is specific for detecting INGN 241 (Ad-MDA-7 as described m 
5 U.S. AppUcations Nos. 09/615,154. 10/017,472, and 10/378,590. which are all 
incorporated by reference) in both DNA and KNA. 

3. Immunohistochemistry 

Serial slices of INGN 241 injected tumors were analyzed for apoptotic activity as 
defined by the TUNEL reaction (Deadend Colorimetric Apoptosis Detection System. 
10 Promega). 

4. MDA-7 protein 

Serial slices of INGN 241 injected tumors were analyzed by automated IHC using 
mda-7 reactive rabbit antibodies (Ab 506-71) suppUed by Introgen Therapeutics. 

Results 

15 An open-label. Phase I, single dose, dose-escalation study of INGN 241, 

administered via intratumoral injection to patients with advanced carcinoma was 
conducted. An evaluation was done to focus on radius of diffusion of the INGN 241 
vector, and its resultant protein and biological effects within the tumor mass. 

A reference point of injection was marked by including a dye in the administered 

20 product. 

Also conducted was a phase 2 pUot at the optimal dose to determine both local 
tumor regression and posable distant effects. 

As shown in FIG. 34, cohorts were given differ^it concentrations and time 
courses of INGN 241. Concentrations of virus were 2 X 10^ 2 X 10", or 2 X 10'^ virus 

25 particles (vp) per administration. After 24 hours of the last injections, tumors were 
harvested and sectioned. One side was subject to immunohistochemistry while the other 
side was subject to RT-PCR to evaluate RNA and DNA concentrations. In one patiait 
given 2 X lO" vp in a 5 cm x 5 cm lesion, the center section (within approximately 6 mm 
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10 



from injection site) contained 4.7 x 10« copies of MDA-7 DNA/^tg and 5.6 x lO' copies 
of MDA-7 RNA/ng were detected. The section approximately 6 mm from the injection 
site contained 1.2 x 10^ copies of MDA-7 DNA/^g and 4.6 x lO' copies of MDA-7 
FNA/tig. nie section approximately 12 mm from the injection site contained 
approximately 1.1 x lO'^ copies of MDA-7 DNA/^g and 5.0 x 10^ copies of MDA-7 
RNA/iig, while the section 18 mm from the injection site had about 1.9 x 10^ copies of 
MDA-7 DNA/jig and 9.8 x lO' copies of MDA-7 RNA/ng- Immnnostaimng and TUNEL 
analysis of a section appproximately 12 mm from the injection site showed that MDA-7 
expression co-locaUzed with areas of apoptosis. See also FIG. 35. 

A different patient with a melanoma was evaluated for expression levels of MDA- 
7 DNA, RNA, and protein with respect to distance from injection site. See FIG. 36. 
Multiple patients were analyzed for expression levels (FIG. 37) and the correlation 
between expression levels and apoptosis (FIG. 38). 

The spread of MDA-7 and its effect on apoptosis was also determined and 

15 evahiated(FIG.39). 

A time course of DNA concentration was conducted at 1 day. 2 days, 4 days, and 
30 days post injection (FIG. 40). Similarly, a time course of protein expression and its 
correlation with apoptosis was done (FIG. 41). A time-dependent increase in MDA-7 
protein expression and a marked increase in ^opotic cells, which are significantly 
correlated with distance from the point of injection, was observed. MDA-7 protein and 
apoptosis were measurable be>'ond the point of d^ection of vector DNA, suggesting 
diffusible, active product. By 96 hrs, intratumoral INGN 241 DNA levels are deoeasin© 
a 4 log decrease (median) at day 30 was observed. By 30 days post injection, MDA-7 
protein expression and apototic activity could not be detected. 

In a phase 2 clinical study, single administration of INGN 241 was compared with 
respect to multiple administrations (2 x lO" vp every two weeks, three times) in a variety 
of tumor types (FIG. 42). 



20 



25 
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Repeat mtratumoral doses of INGN 241 produced objective tumor regression in a 
patient with melanoma (2 cm x 2 cm supraclavicular mass) given six 2 x 10^^ vp of INGN 
241 injections intratumprally. 

Adverse events are shown in FIG. 41. Overall, study showed INGN 241 
5 intratumoral injections are well tolerated. 

EXAMPLE 24: INDUCES NF-kB; SULINDAC ENHANCES AP-MDA7- 

MEDIATED APOPTOSIS IN HUMAN LUNG CANCER 

Materials and Methods 

1. Cell Lines and Cell Culture 

10 Human NSCLC cell lines A549 (adenocarcinoma, wildtype for p53) and H1299 

(large cell carcinoma, nuUtype for p53) were used in some of these experiments. The 
normal lung fibroblast cell line CCD-16 was obtained Jfrom American Type Culture 
Collection (ATCC; Rockville, MD). A549 and H1299 cells were maintained in 
appropriate medium as previously described (5). CCD-16 cells were cultured in alpha 

15 media supplemented with 10% fetal bovine serum (Gibco-BKL, Grand Island, NY) and 
maintained at 37°C in a humidified 5% CO2 plus 95% air atmosphere. 

2. Agents 

SuKndac, sulindac sulfone, MG132 (a proteosome inhibitor), and cyclohexinodde 
(a protein sjoithesis inhibitor) were obtained firom Sigma Chemical Co. (St. Louis, MO). 
20 Sulindac was dissolved in 1 M Tris-HCl, pH S.O, to malce 100 ml\l stock solution. 
MG132 was dissolved in DMSO to make 10 txM stock solution. These stock solution 
were stored fi-ozen at -20oC. 

3. Recombinant Adenoviral Vector 

Ad-rada7 and Ad-Iuc vectors were constructed and purified as have been 
25 previously reported (Saeki et aL, 2000; Mhashilkar et aL, 2001). The transduction 
efficiencies for the cell lines were determined with an adenoviral vector carrying GFP 
(Ad-GFP). Transduction efficiency was greater than 80% when infected with 3000 



-166- 



wo 2004/078124 PCTAUS2004/006147 

vp/cell. On the basis of these results, cells were treated with 3000 vp/cell in all 
subsequent experiments. 

To detennine the effect of sulindac on adenovirus transduction, tumor and normal 
cells were infected with Ad-GFP at 100 vp/cell and analyzed for GFP expression at 24 h 

5 byFACS. 

4. Cell Proliferation Assay 

All three cell lines (A549, H1299, and CCD-16) were seeded in 60-mm-diameter 
tissue culture dishes at a density of 1 x 10^ cells/dish in triplicate. The next day, cells 
were treated with PBS (control), Ad-luc (3000 vp/cell; control), Ad-mda7 (3000 vp/cell; 

10 control), suhndac. or a combination of PBS plus sulindac. Ad-luc plus Sulindac, or Ad- 
mda? plus Sulindac. The concentrations of sulindac tested were 0.125, 0.25, and 0.5 mM. 
At 72 h after the start of treatment, the cells were harvested by trypsinization, washed, and 
subjected to typan-blue exclusion assay as previously described (Saeki et al, 2000). Cefl 
growth was determined by calculating the mean of the cell counts for each treatment 

15 group and expressed as a percentage of the total number of cells treated with PBS, Ad- 
luc, or Ad-mda7 treatment alone (set to 100%). 

5. Cell Cycle Distribution and Apoptosis 

Cells (5 X 10*) were seeded in a 10-cm-diameter tissue culture dish and treated 
with PBS, Ad-hic (3000 vp/cell), Ad-mda7 (3000 vp/cell), sulindac, or a combination of 

20 PBS plus sulindac Ad-hic plus sulindac, or Ad-mda7 plus Sulindac. Each treatment 
group was tested in triplicate. The concentrations of sulindac used wore the same as those 
for the cell-proliferation assay. At 72 h after the start of the treatment, cells were 
harvested, washed, and analyzed for cell cycle phases and apoptotic fiaction as previously 
described (Saeld et al. 2000). The ceU cycle phases and DNA contents were analyzed 

25 using FACScan (EPICS XL-MCL;Beckman Coulter, FuUerton,CA). 

6. Immunofluorescence Assay 

Cells (1 x lO'') were seeded in 2-well chamber sUdes (Fisher Scientific) and 
treated with PBS, Ad-mda7 (3000 vp/cell), PBS plus sulindac (0.5 mM), or Ad-mda7 plus 
sulindac (0.5 mM). At 48 h after the start of treatment, the cells were washed with PBS 
30 and fixed in PBS buffered 4%. paraformaldehyde for 30 min at room temperature. The 
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cells were then permeabilized with 0.1% Triton X-100 and 0.1% sodium citrate for 10 
min at room temperature, followed by incubation with normal goat serum. At 30 min 
after the start of the incubation, ceUs were washed with PBS and incubated with rabbit 
polyclonal anti-human MDA7 antibody (Mtrogen Therapeutics Inc., Houston, TX) for 1 h 
5 at SVC. The cells were then washed three times with PBS and incubated for 1 h with goat 
anti-iabbit FITC-tagged secondary antibody (Vector Laboratories, Burlingame, CA), 
washed thee times in PBS, mounted with a cover-sfip and observed for MDA-7 protein 
expression usmg a Nikon fluorescence microscope (Melville, NY). Photomicrographs 
were obtained at high-powCT magnification. 
10 7. Proteasome Activity Assay 

Proteasome activity assays were performed as previously described (Choi et al, 
2003). Briefly, H1299 ceUs were seeded in 6-wen plates (2 x 105 cellsAvell) and treated 
with Ad-mda7, Ad-mda7 plus sulindac, or Ad-mda7 plus MG132 (5 pM)- ^ulindac 
concentrations tested were the same as those in the other assays. At 24 h after the start of 
,5 treatment, the cells were lysed in proteasome buffer (10 mM Tris-HCl, pH 7.5, 1 mM 
EDTA, 20% glycerol, 5 mM ATP, and 4 mM DTT), sonicated, and then centrifoged at 
1300xg at 4»C for 10 min. The upper supernatant phase was coUected, and the protein 
concentration of cell lysktes was detemiined as previously described (SaeM et al. 2000). 
To assay the chymotiypsin-like activity of the proteasome, the fluorogenic 
20 substrata Suc-LLVY-AMC (Chemicon International, Mc, Temecula, CA) was used. 
Twenty micrograms of total piotdn from each treatment ©roup described above was 
diluted to 100 Ml in reaction buffer (25 mM HEPES, pH 7.5, 0.5 mM EDTA. 0.05% NP- 
40, and 0.001% SDS). Fhiorogenic substrate was added to each sample and incubated at 
37l>C for 1 h. TTie intensity of fluorescence in each saiiq>le solution was measured using a 
25 fluorescence plate reader (Dynatech Laboratories, Chantily, VA) at 360-mn excitatory and 
460-mn emission wavelengths. All readings were standardized using the fluorescence 
intensity of an equal volume of free 7-Amino-4-methylcoumarin (AMQ solution (50 
The values were expressed as percentages for control greats than the internal 
podtive control percentages provided by the supplier. 



-168- 



wo 2004/078124 



PCT/US2004/006147 



8. Real-Time QuantitiveRT-PCR 

HI 299 cells seeded in 6-well plates (5 x lO^Avell) were treated with Ad-mda7 
(3000 vp/cell) or Ad-mda7 plus Sulindac (0.125, 0.25, or 0.5 mM). Untreated cells served 
as controls in these experiments. At 36 h after the start of treatment, the cells were 

5 washed in PBS, trypsinzed, and resuspended in 1.0 ml of PBS. The cell suspension was 
transferred into 1.5ml Eppendorf tubes and centrifuged for 5 min at 10,000 rpm at 4°C. 
The supernatant was discarded, and total RNA from the cell- pellet was extracted using an 
RNA isolation kit as described by flie manufacturer (Ambion Corp., Austin, TX). The 
isolated RNA was then treated with DNase I to remove residual DNA and subsequeatly 

10 quantitated usmg a spectrophotometer at 260-nm and 280-nm wavelengths. Total RNA 
(0.1 |ig) from each sample was reverse transcribed using a Superscript RT kit (Invitrogen, 
Carlsbad, CA). Quantification of mda-7 mRNA .was performed using real time 
quantitative RT-PCR. Briefly, quantitative PGR was perfonned in 20-fil vohimes 
consisting of 1 ^1 of total RNA, 10 fi\ of PCR Sup«mix (PE AppHed BioSystems, Foster 

15 City, CA), 0.2 jjM mda-7-specific primers, and 0. 1 of fluorescent probe. The resulting 
relative increase in reporter and quencher fluorescent dye emission was monitored in real 
time during PCR amplification using a 7700 sequence detector (PE Applied BioSystems). 
The two-step PCR cycling was carried out as follows: 2 min at 50oC, 10 min at 95oC, 40 
cycles of 15 at 95oC, and 1 min at 60 oC. llie human GAPDH housekeeping gene was 

20 used as internal control in the amplification reactions and the primes provided by the 
suppliar (PE Applied Biosystems). 

The oligonucleotide sequences used in the ass^ described above are as foUows: 
MDA-7 5'-primer. CCCGTAATAAGCTTGGTACCG; and 
MDA-7 3'-primer, TAAATTGGCGAAAGCAGCTC; 

25 piobe,FAM-TGGAATTCGGCTTACAAGACATGACTGTG-TAMRA. 

All reactions were performed in triplicate. After the cycling reaction was 
complete, a standard curve, the threshold cycling (Q) value of each sample and its 
corresponding starting quantity based on the standard curve were detennined using the 
7700 sequence detector system software (PE Applied Biosystems). The differences in 



-169- 



wo 2004/078124 



PCTAJS2004/006147 



mda-7 mRNA expression among various treatment groups were expressed as the change 
in values over GAPDH. 

9. Half-Life Analysis 

HI 299 cells were seeded at a density of 2 x 10^ cells in a 60-nma-diameter tissue 
5 culture dish. The next day, the cells were infected with Ad-mda7 (3000 vp/cell). At 48 h 
after infection, sulindac (1 mM) was either added or not added and the incubation 
continued. Two hours later, the protein synthesis inhibitor cycloheximide (10 /tg/ml) was 
added to the cells and the incubation continued. Cells were harvested at 0, 3, 6, 9, 1 1, and 
13 h after cycloheximide treatment; cell lysates were flien prq)ared and analyzed for 
10 MDA-7 protein expression by western blot analysis as previously described (Saeki et al. 
2000; Mhashilkar et al, 2001). 

10. Western Blot Analysis 

Cells treated with PBS, Ad-mda7, Ad-luc, sulindac, sulindac sulfone, or a 
combination of Ad-luc or Ad-mda7 with sulindac or sulindac sulfone were subjected to 

15 western blot analyses as previously described (Saeki et al. 2000; Mhashilkar et al, 2001). 
The following primary antibodies were used for detection: caspase-3 and PARP (BD 
Phaimingen, San Diego, CA); caspase-9, pJNK, and pp38 MAPK (Cell Signaling 
Technology hic.. Beverly, CA), PKR, BAX, BAK, BCD-2, BOL-XL, COX-2, and Ub 
(Santa Cruz Biotechnology, Santa Cruz, CA); P-actin (Sigma); and MDA-7 (Introgen 

20 Ther^eutics). The proteins were detected using ^ptopriate horseradi^ peroxidase- 
conjugated secondary antibodies, and visualized on enhanced ch^iilumin^^ce fihn 
(Hyperfihn; Amersham) by application of Amersham's enhanced chemiluminescoice 
westan blotting detection system. 

11. In F-^iw Analysis 

25 To determine wheflier sulindac enhances Ad-mda7-mediated tumor growth 

inhibition of xenograft tumors in vivo, H1299 lung tumor cells (5 x 10^ were injected 
subcutaneously into the lower right flank of athymic BALB/c female nude mice (n = 40). 
When the tumor reached 50-100 mm3 the animals were divided into groups and treated: 
PBS (n = 8), suUndac (n = 8), Ad-mda7 (n = 8), Ad-luc plus suUndac (n = 8), or Ad-mda7 

30 plus sulindac (n = 8). The mice were treated with Ad-luc or Ad-mda7 intratumprally (3 x 
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109 vp/dose) thrice a week. In mice receiving sulindac, 40 mg^g was administered i.p. 
every day. Animals were weighed once a week to determine the body weight. Tumor 
growth was monitored and measm-ed three times a week as described previously (Saeki et 
al, 2002; Ramesh et aL, 2003). At 22-25 days after initiation of the treatment all animals 
5 were killed via CO2 inhalation, and the tumors were removed for histopathologic 
examination and western blot analysis. Experiments were perforaied two separate times 
for reproducibility and statistical significance. 
12. Statistical Analysis 

Student's t test and ANOVA were used to calculate the statistical significance of 
10 the experimental results. A value of P < 0.05 was considered statistically significant 
Results 

1. MDA-7 Induces NF-kB 

In the present study, it was demonstrated that adenoviras-mediated mda-? (Ad- 
77ida7) gene transfer in two NSCLC cells lines (H1299 and A549) resulted in NF-JcB 

15 activation, as demonstrated by electromobility shift assay (EMS A). Marked activation of 
NF-kB was observed between 20-48 hours in cells treated with Ad-mda7 but not in 
control cells treated with PBS, or cells treated with Ad~luciferase. Furthermore, 
activation of NF-/cB occuired in a dose-dependent manner, with increasing concentrations 
of Ad-mda7 resulting in increased NF-kB activation. 

20 Coinciding with NF-/cB activation was the degradation of an inhibitor of NF-kB, 

I-fcBce. Ad-mda7-induced NF-;cB was foimd to be composed of p50 and p65 subunits. 
Ad-mda7 also was found to induce NF-/cB ^65) nuclear translocation and to increase the 
DNA binding activity of NF-kB in a dose-dq>endent manner, according to EMS A done 
36 and 48 hours after mfection of A549 cells and 42 and 48 hours after infection of 

25 H1299 cells. 

Ad-mda7 was also found to activate NF-KB-dqpendent reporter gene expression 
(FIG. 46). It was also found to have a cytotoxic effect in dominant negative I-KBa cells 
(FIG. 47). Ad-mda7 significantly suppressed the cell growth in dominant negative I-icBa 
cells (FIG. 48). Furthermore, transfection of H1299 cells with an adenoviral vector 
30 overexpressing dominant negative mutant I-kB (Ad-mlKB) significantly inhibited Ad- 
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mda7 induced transcriptional and DNA binding activity of NF- kB, resulting in increased 
tumor cell apoptosis, when compared to control cells that were ti-eated with Ad-luc. 

Sulindac was found to inhibit NF-kB activation,, as determined by BMSA, in a 
dose-dependent manner. Additionally, inhibition of MDA-7 mediated NF-kB activation 
by Sulindac, a non-steroidal anti-inflammatory drug, resulted in a synergistic ther^utic 
effect (FIG. 49A). These results indicate that MDA-7 expression in lung cancer ceDs 
induces NF-xB, and its inhibition using Ad-valKB or Sulindac rahances the therapeutic 
eflFect. 

2. Sulindac Enhances Ad-mda? mediated Growth Inhibition in Lung 
Cancer Cells 

Because previous studies have shown that sulindac exerts cytotoxic effects on 
cancer cells (Sanchez-Alcazar et al, 2003), preKminaiy experiments were conducted to 
determine tiie minimum cytotoxic dose of sulindac against NSCLC (A549 and H1299) 
cells and normal (CCD-16) cells. Treatinent of these cells with suUndac at various 
concentrations (0.062, 0.12, 0.25, 0.5, 1, and 2 mM) demonshated growth inhibition, with 
an ICso of 0.58, 0.61, and 0.94 mM m A549, H1299, and CCD-16 ceHs, respectively. At 
higjier doses (1 and 2 mM), cell proliferation was inhibited in both tumor and normal 
cells resulting in apoptosis (data not shown). However, the inhibitory effect on tumor cell 
prohferation was higher (> 90%) than in normal cells (60%). On the basis of these results, 
sulindac was tested at concentrations of less than 0.5 mM in subsequent experiments. 

To investigate whether sulindac in combination with Ad-mda7 can inhibit cell 
proliferation and induce apoptosis, A549, H1299, and CCD-16 were treated with PBS, 
Ad-luc, and Ad-mda7, alone and in combination with sulindac (0.125, 0.25, or 0.5 mM). 
Analysis of cells 72 h after treatment danonstrated that the combination of sulindac and 
Ad-mda7 significantly inhibited tumor cell proliferation compared wifli cells feat treated 
witii Ad-mda7 or suhndac alone {P = 0.001; FIG. 49B). The growfe inhibitory effects 
produced by this combination therapy wctb also significant compared wife fee ofeer 
treatment groups and were sulindac dose-dependent In contrast no significant growfe 
inhibitory effects were observed in normal fibroblast cells heated wife Ad-mda7 plus 
sulindac at any concentration tested compared wife fee ofeer treatment groups. These 
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results indicate that sulindac selectively enhances Ad-mda7-mediated inhibitoiy activity 
in tumor but not normal cells. 

To further evaluate whether treatment with Ad-mda7 plus sulindac induces 
apoptosis, tumor and normal cells were analyzed 72 h after treatment for apoptotic 
changes by FACS analysis. The number of cells in sub-Go/Gi phase, an indicator of 
apoptotic changes, was significantly higher in tumor (H1299 and A549) cells treated with 
Ad-mda7 alone or in combination with sulindac than in normal ceUs subjected to these 
treatments (P = 0.001). (FIG. 49Q. However, the number of apoptotic cells among the 
tumor cells treated with Ad-mda7 plus sulindac was significantly greater than that among 
tumor cells treated with Ad-mda7 alone (P < 0.01) and was suKndac dose-dependent The 
numbers of apoptotic cells among cells treated with Ad-hic alone or in combination with 
sulindac were not significantly higher than the number of apoptotic cells among PBS- 
treated cells. However, among A549 tumor cells, the number of apoptotic cells was 
significantly increased (P = 0.01) at the highest concentration of sulindac (0.5 mM) when 
combined with Ad-luc treatment compared with PBS-treated cells. Treatinent of CCD-16 
cells with Ad-mda7 or Ad-mda7 and sulindac, even at the highest sulindac concentration 
(0.5 mM), yielded no significant difference in the number of apoptotic cells compared 
with control cells (FIG. 49C). Similar enhanced growth inhibitor^' effects were also 
observed when lung cancer cells were treated with Ad-mda7 in combination with 
sutindac sulfone. These results demonstirate that lung tumor but not normal cells 
selectively undergo 8?)optosis when treated with Ad-mda7 and suhndac or sulindac 
sulfone. Furtbennore, the growth inhibitory efifepts mediated by Ad-mda7 and sulindac 
occur independent of the p53 status, given that they occurred in/755-null and/755 wild- 
type tumor cell lines. 
25 3. SuKndac Does Not Increase Ad-mda? Transduction 

The ability of therapeutic agents to enhance adenovirus transduction efficioacy 
has previously been reported (Lin et al., 2003). Based on this rqport whether sulindac 
enhances adenoviral ti^duction was determined. For this purpose, tumor and normal 
cells were infected with Ad-GFP at 100 vp/cell and treated with sulindac at various 
30 concentrations (Table 7 below). Cells were transduced with Ad-GFP at low particle 
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numbers since more than 80% of cells are transduced at a higher vp, making it difficult to 
determine the effects of sulindac on transduction. At 24 h after treatment, the cells were 
analyzed by flow cytometry. No significant difference in the transduction efficiency was 
observed between cells treated with Ad-GFP plus sulindac and cells treated with Ad-GFP 
5 alone (Table 7 below). However, transduction was increased in A549 cells that had been 
treated with 0.5 mM sulindac compared with the other groups treated with sulindac at the 
lower concentrations (P. = 0.001). 

TABLE 7. Transduction efficiency in lung cancer (A549 and H1299) and normal 
10 (CCD-16) cells treated with Ad-GFP and suUndac. 

Cells were treated with Ad-GFP (100 vp/cell) for 3h, followed by sulindac at the 

indicated concentrations for 24 h. Percentages of transduction efficiency were 
. determined by flow cytometry. 

Sulindac {mM) 

Cell line 0 0J25 0^25 03 

A459 48.8±6.5 52.4±0.6 51.5±1.3 65.Q±1.5+a 

H1299 79.5±2.2 S0.0±0.5 78.6±1.2 82.7+2.8 

CC3>16 15.7+0.2 12J±0.4 1L1±L0 13.7±0.4 

<0.05 compared wdth Ad-GFP treatment alone. No other differences between the 
1 5 groups shown was significant. 

4. Sulindac Increases Exogenous MDA-7 Expression 
To identify the mechanism by which sulindac enhances Ad-mda7-mediated 
growth inhibition and apoptosis in lung cancer cells, transgenic MDA-7 protein 
expression was examined by Western blotting. All three cell lines (HI 299, A549, and 
20 CCD-IS) were treated with Ad-mda7/sulindac for 36 h and analyzed for, MDA-7 
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expression. In Ad-mdaT-treated A549 and H1299 cells, sulindac markedly increased the 
steady-state levels of transgenic MDA-7 in a dose-dqpendent manner; endogenous MDA- 
7 expression was not detected in cells treated with either PBS or sulindac alone. 
Furthermore, the ability of sulindac to increase transgenic protein expression was not 

5 limited to MDA-7: suhndac increased the steady-state levels of transgenic GFP and p53 
protein in tumor cells treated with Ad-GFP and Ad-p53, respectively. In contrast, in 
normal CCD-16 cells treated with Ad-mda7, sulindac only slightly increased exogenous 
MDA-7 protein expression. The effect of suhndac on exogenous GFP or p53 protein was 
not tested in normal cells. 

10 To evaluate subcellular localization of MDA-7 protem, immunofluorescence 

studies were performed. Consistent with the Western blot data, MDA-7 expression was 
significantly elevated in cells treated with Ad-mda7/sulindac compared with cells treated 
with Ad-mda7 alone. Furthermore, the subcellular localization of MDA-7 was not altered 
by sulindac treatment. MDA-7 expression was not detectable in cells treated with PBS or 

15 sulindac alone. These results demonstrate that sulindac increases transgenic MDA-7 
expression in a dose-dependent manner and suggest that this increase contributes to 
increased apoptotic activity. 

To test whether the abihty to increase exogenous protein expression was unique to 
sulindac, experiments were also carried out using sulindac sulfone. Treatment of HI 299 

20 cells with Ad-mda7 and sulindac sulfone showed increased exogenous MDA-7 
expression compared to ceUs treated with Ad-mda7 alone. MDA-7 ej^pression was not 
detected in cells ^that were treated with PBS or sulindac sulfone. These results 
demonstrate the ability of sulindac and its metabolites to increase exogenous protein 
expression. 

25 5. Sulindac Enhances Ad-mda7-Mediated Apoptotic Signaling 

It was previously reported that induction of Ad-mda7-mediated apoptosis in lung 
cancer cells was associated with activation of the caspase cascade, including cleavage of 
caspase-9, caspase-3, and PARP (Saeki et al. 2000; MhashiUcar et. ah, 2001). To 
determine whether treatment with Ad-mda7 and sulindac affects the caspase cascade, 
30 tumor and noraial cells were analyzed for these molecular markers. Tumor (A549 and 
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H1299) cells treated with Ad-mda7 alone or in combination with sulindac demonstrated 
cleavage of capase-9, caspase-3, and PARP, which are indicators of activation of the 
caspase cascade. The expression of cleaved caspase-9, caspase-3, and PARP 
coiresponded to both the concentration of sulindac and the level of MDA-7 expression. 

5 Activation of caspase-9, caspase-3, and PARP was also observed in A549 (but not 
H1299) cells that had been treated with Ad-luc plus the highest concentration of suhndac 
(0.5 mM) and was consistent with the mcreased apoptotic fraction revealed m these cells 
by FACS analysis (FIG. 49C). However, the level of activation was significantly lower 
than that in A549 cells treated with Ad-mda7 or Ad-mda7/sulindac. The caspase cascade 

10 was not activated in either A549 or H1299 cells that were untreated or treated with 
sulindac alone. In CCD-16 cells, the caspase cascade was not activated in cells that were 
treated with Ad-mda7 alone or in combination with sulindac compared with cells that 
were untreated or treated with sulindac alone, Ad-luc alone, or a combination of Ad-luc 
plus sulindac. These resuhs demonstrate that sulindac selectively enhances caspase 

15 cascade activation in tumor but not nomial cells. 

Expression of additional effector molecules upstream of the caspase cascade that 
are modulated by Ad-mda7 and sulindac treatments was investigated next. Previous 
studies have demonstrated PKR, pBSMAPK, and pJMK to be important in Ad-mda7- 
induced apoptosis in lung cancer cells (Pataer et aL, 2002; Kawabe et al, 2002; Sarkar et 

20 a/., 2002). Similarly, regulation of the Bcl-2 family (Bax, Bak, Bcl-2, and Bc1-Xl) 
proteins have been shown to be critical for sulindac-induced ^optosis and independent of 
p53 status (Yang et al, 2003; McEntee et al, 1999), On the basis of fliese reports, the 
expression of PKR, pJNK, pp38MAPK, and several Bcl-2 family members was evaluated 
in HI 299 cells after treatment with Ad-mda7 and sulindac. Expression of PKR, pJNK, 

25 and pp38MAPK was increased in cells treated with Ad-mda7 alone or in combination 
with sulindac compared with untreated, sulindac-treated, and Ad-luc-treated cells. PKR 
was also slightly increased in cells treated with Ad-hic plus sulindac compared with 
untreated, Ad-luc treated, and sulindac-treated cells. However, the PKR levels in the cells 
treated with Ad-luc plus sulindac were lower than those observed in cells treated with 

30 Ad-mda7 plus sulindac. The increase in PKR, pJNK, and pp38MAPK was associated 
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with the expression levels of MDA-7 induced by sulindac. No change in the expression 
levels of Bax or Bak, two inducers of apoptosis, or BcI-Xl. an inhibitor of apoptosis, was 
detected in any of the treatment groups . The expression level of Bcl-2 was sUghtly 
decreased only in cells that had been treated with Ad-mda7 and 0.5 mM sulindac. These 
5 results support the idea that the induction of apoptosis by Ad-mda? plus sulindac depends 
primarily on the ability of suKndac to enhance ectopic MDA-7 expression. 

The possibility that enhanced tumor ceU killing with Ad-mda7 plus sulindac 
treatment was due to COX-2 inhibition was next investigated, hicreased COX-2 
expression was observed in cells treated with Ad-mda7 and Ad-mda7 plus sulindac. 
10 . However, there vras no significant difference in COX-2 expression levels between the 
two treatment groups. COX-2 expression was not observed in cells that were treated with 
PBS, sulindac Ad-luc, and Ad-luc plus sulindac. 

6. Effects of Sulindac and Ad-mda? Treatment on Cell Cycle 
Previous studies have demonstrated that sulindac induces ceU cycle arrest at Gl 
15 (Piazza et al, 1997), and that Ad-mda7 induces cell-cycle arrest at Gz/M (Saeki et al, 
2000; Mhashilkar et al, 2001; Ekmekcioglu et al, 2001). On the basis of these reports 
the combined effects of sulindac/Ad-mda7 treatment on cell cycle regulation was 
investigated by FACS analysis. Tumor cells either were untreated or were treated with 
sulindac, Ad-luc, Ad-mda7, or Ad-mda7 plus sulindac for 72 h. As previously reported, 
20 Ad-mda7 but not Ad-luc treatment increased the number among the G-JM phase of cell 
cycle in both A549 (27.2%) and H1299 (42.5%) cells (Table 8 below). Sulindac treatment 
alone increased the number of cells in the Gi phase, hi both tumor cell lines, the number 
of Gi-phase cells was markedly increased at 0.5 mM compared with 0.125 mM sulindac 
(75.6% versus 64.8% in A549 and 74.6% versus 66.4% in H1299 cells, respectively). 
25 Treatment with sulindac and Ad-mda7 abrogated Ad-mda7-induced Gt/M anest The 
effect was more pronounced among cells treated with 0.5 mM sulindac in combination of 
Ad-mda7, resulting in a decrease in the number of Gz/M-phase cells, from 27.2% to 
12.3% in A549 and from 42.5% to 32.4% in H1299 cells, respectively. Abrogation of Ad- 
mda7-induced Gj/M-phase arrest by sulindac was also observed at 48 h after treatment. 
30 These results demonstrate that suhndac and Ad-mda7 affect different phases of the cell 
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cycle and that sulindac-enhanced Ad-inda-7 tumor cell killing does not occur via 
increased G2/M arrest 

TABLE 8. Cell cycle distribution in lung cancer cells treated with sulindac, Ad- 
mda7 or bottt. 

Cells were treated with PBS, Ad-luc, or Ad-mda7 alone, or combination with 0.5 mM 
sulindac for 72 h, followed by FACS analysis. The percentage of cells in each cell cycle 
phase was determined by analysis of the DNA content histogram. Values are the means 
of duplicate samples. Similar results were observed in at least two independent 
experiments. 

Treatment A549,% H1299,% 

Gl S G2/M Gl S G2/M 

Untreated control medium 

Control + Sulindac 0.125 
mM 

Control + Sulindac 0.5 mM 
Ad-mda7 

Ad-mda7 + SuHndac 0.125 
mM 

Ad-mda7 + Sulindac 0.5 mM 



68.6 26.4 

64.8 28.9 

75.6 18.5 

413 31.6 

35.6 31.8 

43.4 42.6 
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6.9 58.8 

6.4 66.4 

6.0 74.6 

27.2 44.2 
32.7 46.9 

12.3 49.2 



28.5 12.8 

22.3 11.4 

13.0 12.7 

13.5 42.5 

14.0 39.2 

18.4 32.4 
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70.4 9.7 20 



7. Sulindac Delays Exogenous MDA-7 Protein Degradation 

To assess the mechanism by which sulindac increases exogenous MDA-7 protein, 
the effect of sulindac on transcriptional activity and MDA-7 protein degradation was 
5 examined in H1299 cells. To determine the effect of sulindac on the transcriptional 
activity of Ad-mda7, quantitative real-time PGR analysis was performed using RNA 
samples extracted from cells that were untreated or that were treated with Ad-mda7 alone 
or with suUndac at various concentrations. No significant difference m mRNA levels was 
observed in the cells treated with Ad-mda7/sulindac compared with untreated, and Ad- 

1 0 mda7-treated cells. 

To evaluate whether sulindac treatment regulates MDA-7 protein degradation, 
HI 299 cells were treated with Ad-mda7 alone or in combination wiih sulindac for various 
durations, and the half-hfe of MDA-7 determined. The MDA-7 protein levels in the Ad- 
mda7-control cells decreased over time; protein degradation was complete at 11 h. In 

15 contrast, the degradation of MDA-7 protein in the cells treated with Ad-mda7 plus 
sulindac was delayed, as demonstrated by substantial levels of detectable protein at 13 h. 
Semi-quantitative analysis of the protein levels indicated that at 0-13 h, the hiDA-l 
protein level was 8-15 times higher in the cells treated with Ad-mda7 plus suhndac than 
in the Ad-mda7-treated cells. These results demonstrate that the increase in MDA-7 

20 protein expression in cells treated with Ad-mda7/sulindac is a result of a suhndac- 
mediated delay of MDA-7 protein degradation. 

8, Sulindac-Enhanced MDA-7 Expression Is Not Due to Inhibition of 
Proteasome Activity 

Given that recent studies have demonstrated that some NSAIDs inhibit 
25 proteasome activity (Choi et al, 2003; Huang et al^ 2002), whether the enhanced MDA-7 
protein expression mediated by sulindac is due to its ability to inhibit proteasome activity 
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was investigated. For this purpose, the effects of sulindac were compared to those of 
MG132, a known proteasome inhibitor (He et aL, 2003) by Western blotting, Ub 
degradation assay, and proteasome enzymatic activity assay. Western blotting 
demonstrated that sulindac or MG132 treatment for 12 h in combination with Ad«mda7 
5 enhanced MDA-7 protein expression compared with cells treated with Ad-mda7 alone. 
However, sulindac enhanced total MDA-7 protein levels, which included both nascent 
unglycosylated protein and MDA-7 proteins that were glycosylated at different levels, as 
indicated by multiple bands. Li contrast, MG132 enhanced the level of nascent MDA-7 
protein, albeit less strongly than did sulindac, and one glycosylated form of MDA-7 

10 protein. Similar results were obtained at 6 and 24 h after treatment. Thus, the mechanisms 
by which sulindac and MG132 enhance MDA-7 protein ^pear to differ. 

The ability of sulindac to inhibit proteasome activity was examined next. Western 
blot analysis for total ubiquitinated proteins, an indicator of inhibition of the proteasome 
pathway, demonstrated ubiquitinated proteins in MG132-treated but not sulindac treated 

15 cells. These results show that sulindac, unlike MG132, does not inhibit proteasome 
activity or the proteasome pathway. Consistent with these findings are the results of the 
proteasome activity assay, in which treatment with Ad-mda7 alone or with sulindac did 
not inhibit the proteasome activity compared with untreated control cells. In contrast, 
treatment with Ad-mda7 plus MG132 resulted in significant inhibition of proteasome 

20 activity (P = 0.01). These results suggest that sulindac-enhanced MDA-7 protein 

€^pression is not due to inhibition of proteasome acti\nt>^ 

9. Sulindac Enhances Ad-mda7-mediated Lung Tnmor Growth 
Suppression 

To determine whether Ad-'mda7 plus sulindac treatment enhances tmnor growth 
25 suppression, pilot in vivo experiments were conducted using a lung tumor xenograft 
model. Compared with mice treated with PBS, sulindac, Ad-mda7, or Ad-luc /sulindac, 
mice treated with Ad-mda7/sulindac showed a significant growth suppression (P = < 
0.001) (FIG. 49D). A significant tumor inhibition was also obsCTved in mice that were 
treated with Ad-mda7 alone or Ad-luc plus sulindac compared with PBS-treated mice (P 
30 = 0.03). No significant growth inhibition was observed in sulindac treated mice compared 
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with PBS-treated mice. Furthermore, treatment related toxicity as evidenced by 
morbidity, loss of body-weight, and death was not observed in mice treated with Ad- 
mda7 plus sUlindac, suggesting that the treatments were well tolerated. 

Analysis of subcutaneous tumors 24 h after the last treatment with sulindac 
revealed that MDA-7 protein levels were 3-12 times higher in the tumors from mice 
treated with Ad-mda7 plus sulindac than in the tumors from the mice treated with Ad- 
mda?. These results demonstrate that treatment of lung tumors with Ad-mda7 plus 
sulindac enhances growth suppression in parallel to enhanced MDA-7 protein expression, 
a finding consistent with tiie in vitro results. 

F.XAMPLE 25; APENOVIRUS-MFDTATED m da-7 GENE TRANSFER 
TNT^IJCES CELL CYCLE ARREST AND AP OPTOSIS IN HUMAN 
OVARIAN CANCER CELLS 

Materials and Methods 

1. Cell Lines and Reagents 

Ovarian cancer cells OVCA 420 and MDAH 2774 were from Dr. J.R. Wolf, 
MD Anderson Cancer Center, Houston, TX. Ovarian cancer ceUs SKOV3-ip, HEY 
and DOV 13 were also used in these experiments. SKOV-3 ip were grovm in DMEM 
high glucose medium with 10% FBS. DOV 13 and HEY were maintained in RPMI 
1640 with 10% FBS. MDAH 2774 and OVCA 420 were grown in minimum 
nonessential amino acid medium with 10% FBS. 

2. Determination of Transduction Efficiency 

Transduction efficiency of the adenovirus was investi^ted for each ovarian 
cancer ceU line by infecting cells with adenovirus expressing the GFP gene (Ad- 
GFP). Ovarian cancer cells (SKOV3-ip, Hey, DOV 13, MDAH 2774 and OVCA 
420) were seeded at 5 X 10* cells per well in six-weB tissue culture dishes. The 
foUoAving day, cells were either uninfected (mock); infected with Ad-GFP or Ad-/«c. 
Twenty-four hours after infection, cells were washed in PBS, pelleted by 
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centrifiigation. The cells were then resuspended in PBS and vortexed before flow 
cytometry analysis. 

3. Construction of Recombinant Adenoviral Vector 

The construction and purification of mda-J expressing replication-defective 
5 Ad-mda? have been described (Saeki et al^ 2000). Brifely, replication-deficient 
human type 5 adenoviral (Ad5) vectors carrying either the mda-7 gene, or a luciferase 
gene linked to an internal CMV-IE promoter and followed by SV40 polyadenylation 
(pA) signal were constructed. Viruses were propagated in 293 cells and purified by 
chromatography. 

10 4* Determination of Cell Growth Rate 

Tumor cells (SKOV3-ip, Hey, DOV 13, MDAH 2774 and OVCA 420) were 
seeded at 1 X 10^ cells per well in six-well tissue culture dishes. The following day, 
cells were either uninfected (mock); infected with Ad-mda7 or Ad-luc. Cells were 
harvested and counted on a hemocytometer on days 1,2,3,4 and 5 after infection. 

15 5. Cell Cycle Analysis 

MDAH 2774 and OVCA 420 cells (5 X 10^) were treated with Ad-luc or Ad- 
mda7 (3000 v.p./cell) in 6-well plates. Cells were harvested, pelleted by 
centrijRigation, washed m PBS, and fixed overnight at -20''C in 70% ethanol. The 
cells were resuspended in PBS containing RNase A (Img/ml), 50 [ig/m\ propidium 
20 iodide and vortexed before FACS analysis. Uninfected cells served as negative 
controls. 

6. Apoptotic Cell Staining (Hoechst Staining) 

Cells were seeded in 6 well plates at a density of 5 x 10^ cells per well and 
treated with A6rmda7 or Ad-luc (3000 v.pycell). Seventy-two hours after infection, 
25 cells were incubated with Hoechst No. 33342 (Sigma, St Louis, MO, USA) for 15 
min, washed with phosphate-buffered saline (PBS) twice, and observed under a 
fluorescent microscope. 
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7. Western Blot Analysis 

Cells were washed Ix with cold PBS and resuspended in lysis buffer (62.5 
mM Tiis-HCl, 2% SDS, 10% glycerol, 4M urea). Cell lysates were collected in an 
q>pendorf tube and sonicated for 30 seconds and heated in a water bath at 95°C for 5 

5 mins and ttien cenfrifuged at 14,400 for 10 min at 4°C. The supematants were inixed 
with 5% 2-mercaptoethanol and stored at -80*»C. Protein concentrations were 
determined using the Bio-Rad protein assay system. Aliquots of cell extracts 
containing 50pg of total protein were resolved in 10% SDS-PAGE and transferred 
from gel to nitrocellulose membrane (Hybond-ECL; Amersham Pharmacia Biotech, 

10 UK) and then blocked for 1 h at room temperature (5% nonfat milk powder and 0. 1 % 

Tween 20 in TBS or PBS). 

The membranes were then incubated with the primary antibodies, PKR 
(1:500), p53 (1:1000), phosphospecific p38 (1:1000), phosphospecific pJNK 
(1:1000), phosphospecific. p44/42 (1:1000), phosphospecific pAKT (1:1000), 

15 phosphospecific eIF2 antibodies (1:1000), caspase-3 (1:1000), PARP (1:500), 
caspase-9 (1:500). The p53 and PKR are from Santa Cruz Biotechnology, Santa 
Cruz, CA, USA). The phosphospecific p38, phosphospecific pJNK, phosphospecific 
p44/42, phosphospecific pAKT, and phosphospecific eIF2 antibodies are from Cell 
signaling. Caspase-3, caspase-9 and PARP antibodies are firom PharMingen. 

20 The membranes were then incubated vnfh horseradish peosidase labeled 

secondary antibodies (Amersham). Finally, the proteins were visualised on enhanced 
chemiluminescence film (Hyperfihn; Amersham) by appUcation of Amersham's 
Enhanced Chemiluminescence Western Blotting Detection System. 
8. RNase Protection Assay (RPA) 

25 Tumor cells (MDAH 2774) were plated at a density of 5 X 10^ in 6-well plates 

and treated with PBS, Ad-/«c or A6-mda7. Total RNAs from these cells were isolated at 
24, 48 and 72h after treahnent using Trizol reagent as described previowsly. The mRNA 
transmpts for flie indicated qw^tosis-related genes: caspase-8. Fas, FasL. FADD, FAF-1, 
TRAIL, TNFr, TRADD and RIP as well as the intoxtal controls L32 and glyceraldehydes- 
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3-phosphate dehydrogenase wwe analyzed using the hApo-3 Multi-Probe Probe template 
set (Pharmingen). Probe synthesis, hybridization, and RNase treatment were performed 
using RiboQuant Multi-Probe RNase Protection Assay System (PharMingen) as per 
manufacturer's guidelines. Protected transcripts were resolved by electrophoresis on 
denaturing polyacrylamide gels (5%) and exposed to hyperfihn overnight at-80°C. 
9. Electrophoretic mobility shift assay (EMSA) 

MDAH 2774 (5 X 10^) were treated with Ad-/MC or Ad-mda7 in 6-well plates. 
Cells were harvested at various time points (24, 48, and 72h) and cytoplasmic and nuclear 
extracts were prepared and subjected to EMSA as described previously. Briefly, AP-1 
consensus double-stranded oligonucleotides (Promega) were end-labeled with [y-^^P]- 
ATP using T4 polynucleotide kinase. A typical binding reaction mixture contained the 
labeled oligonucleotide and 0.5 poly (dl-dC) and nuclear protein extracts (10 ng) were 
incubated at 25°C for 30 min in 5X gel shift binding buffer [20% glycerol, 5mM MgCk 
2.5mM EDTA, 2.5 mM DTT, 250mM NaCl, 50mM Tris-HCl (pH 7.5)]. The complexes 
were resolved on nondenaturing 5% polyacrylamide gels in 0.5 X Tris-borate EDTA 
buffer for Ih 30min at 300 V. The bands were visualized by autoradiography and 
quantitated using the linage Quant software (Molecular Dynamics, Amersham- 
Phannada, Biotech, Piscatway, NY). 

10. Fas promoter analysis 

MDAH 2774 cells (5 x 10^ plated in 6-well plates were transfected with a 
plasmid (EfHR+) consisting of the luciferass gene under the control of the human Fas 
(CD95) promoter. Cells transfected with a plasmid (A6) that contained a mutation in the 
Fas promoter served as controls in these expraiments. Transfections were performed 
using DOTAPxholesterol (DOTAP:Chol) liposomes as described previously. Six-hours 
after transfection cells were treated with PBS, Ad-pgal, or AA.mda-7. Cells were 
harvested at 12, 24, 48h after treatment, washed in PBS, and lysed in 200 jil of Reporter 
Lyas Buffer (Promega). Luciferase expression was determined as described previously 
and repressed as relative light units (RLU) per milligram of protein. Experiments were 
repeated atleast two times and results represaited as the average of two experiments. 

11. Experiments using dominant negative FADD e^qpression vector 
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Tumor cells were plated in 2-well chamber slides or 6-well plates and transfected 
with a plasmid expression vector carrying the yellow fluorescent protein (YFP) and 
dominant negative FADD (YFP-dnFADD) or transfected with a plasmid vector carrying 
only the YFP. The YFP-dnFADD plasmid expresses YFP and FADD as a fusion protein 

5 enabling both visualization and function of the FADD protein. Cells were transfected 
with the plasmids encapsulated in DOTAP:Chol.Uposomes as described above. Twenty- 
four after transfection, cells were treated with PBS, or treated with A6.-mda7. At 24h and 
48 h after treatment cells were either observed under fluorescence microscope for 
transduction efBciency or cell lysates prqpared and probed for FADD, caspase 9, and 

10 caspase 8 by western blot analysis. 

For detennining the effect of dnFADD on Ad-mda7 mediated apoptosis, cells 
were treated as described above and analyzed for the number of cells in the sub-Go phase, 
an indicator of apoptotic cells, by flow cytometry. 
12. SiRNA analysis 

15 For siRNA analysis. Fas specific siRNA was synthesized and purified using the 

siRNA kit (Ambion, Austin TX). The foUowing sequences were used to synthesize the 

siRNA: 

a) Target (Fas) siRNA: 

5'-AAGTAAAGGTAGAGGGGGAGCCCTGTCTC-3' 5'- 

20 AAGCrrCCCCCTCrACCTTTACCCTGTCTC-3'b) Scrambled (control) siRNA 
5'-AAAAGTTTCCGATACGCTTTACCTGTCTC-3' i 
5*-AATAAAGCGTATCGGAAACTTCCTGTCTC-3' 
Cells seeded in 6-wen plates wctb transfected with siRNA (Fas or control) using 
oligofectamine. Cells that were treated with empty oligofectamine alone served as control 
25 in these experiments. For analysis of the inhibitory efifect of siRNA on Fas, cells were 
harvested 48h after transfection, cefl lysates prepared, and analyzed for Fas expression by 
western blot analysis. To determine the effect of siRNA on Ad-mda7 mediated apoptosis, 
cells were transfected witti Fas specific or scrambled siRNA as described above. 48h aftar 
transfection ceUs were treated with PBS or treated with Ad-mda7. Cells were harvested 
30 24h after treatment, fixed, and analyzed for ^optotic cells by flow cytometry. 
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10 



Results 

1. Transduction Efficiency in tiie Ovarian CeU Lines 

To investigate a relationship between the efficiency of the gene transfers by 
the virus vector, adenoviral transduction of the five ovarian cancer cell lines studied 
were detennined by infecting the cells with Ad-GFP. The five cell Unes varied in 
transduction efficiency, with the MDAH 2774, OVCA 420, DOV13 and Hey cell the 
easiest to transduce with above 90% transduction efficiency at 3000 MOI and the 
SKOV3-ip ceUs most difficult even at 10,000 MOI (FIG. 50). 

2. Effect of Adenovirus-Administered mda-7 in Ovarian Tumor and 

Normal Fibroblast CeOs 
The SKOV3-ip, Hey and DOV13 tumor cell lines were not growth inhibited 
following mda-7 infection, h. contrast, inhibition of cell proliferation was observed in 
MDAH 2774 and OVCA 420 infected with as compared with control cells 

infected with Ad-/«c or tr^ted with PBS. No significant growth inhibition was 
observed in normal human fibroblast cells following mfection v«th Ad-I.xc and Ad- 
/orfa7CFIG.51). 

3. R/IDA-7 Induces G2/M CeB Cycle Arrest and Apoptosis Selectively 
in Ovarian Cells 

To further examine the molecular mechanisms of growth suppression, flow 
20 cytometric analysis was perfonned. There was found to be a marked increase in the 
percentage of the G^IU population in two of the five cell lines fliat diowed sigmficant 
growth suppression, MDAH 2774 and OVCA 420 (FIG. 52). Infection with control 
Ad-/«c did not change the percentage of cells in the G./M phase of the cefl cycle. 
Following infection of K^-mda7, MDAH 2774 and OVCA 420 tumor cells 
25 underwent apoptotic ceU dealh. However, no changes were observed in cells infected 
with Ad-Luc or mock. 



15 
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4. Infection of Ovarian Cells with AA-mda7 Induces Expression of 
Intracellular and Secreted Protein 

Ovarian cancer cells were infected with Ad-mda7 and Ad-luc. Cells were 
harvested at 24, 48 and 72 h after infection and extracts were prepared for western 
5 blot analysis. Extracts from mock-infected cells were used as an additional control. 
MDA-7 protein expression was detected in aU of the Ad-mda7 infected cell lines but 
not in any mock-infected controls or Ad-luc infected cells. 

5. Expression of mda-7 Results in Up-Regulation of PKR, pPKR, 
pelF2, p38, and JNK 

10 Li MDAH 2774 and OVCA 420 cells, mda-7 activated PKR, pPKR, pelFz, 

p38 and JNK. When cells were infected vdth 3000 MOI of Ad-mda7, maximal 
activation of PKR and its substrate was seen at 48hrs. 

6. Caspase Cascade Activation and aeavage of PARP FoDowing 
mda-7 Expression 

15 Treatment with AA-mda? led to activation of caspase-9 and caspase-3 and 

cleavage of PARP, a substrate for the caspase. 

These results, which demonstrate the selective effect of mda-7 on ovarian 
cancer cells, provide support for the use of Ad-mda? for the ther^y of ovarian 
cancer. 

20 7. Regulation of various apoptosis-related proteins by MDA-7 

Studies have previously demonstrated activation of several apoptosis related 
proteins . (PKR, pJNK, p38 R4APK,) by MDA-7 in human lung cancer cells and 
melanoma. Based on these observations activation of these proteins was investigated in 
ovarian cancer cells at 24 and 48 h after Ad-mda7 treatment. PKR, which has previously 

25 been shown to be critical in MDA-7 mediated killing of lung cancer cell, was activated 
significantly only at 48h but not at 24h. Associated with PKR was the activation of its 
downstream substrate peIF2. p38MAPK. and pJNK was also significantly activated only 
at 48 h but not at 24 h. However, MDA-7 activated pc-Jun and pATF-2 at 24h and 
continued at 48 h. These results show that MDA-7 differentiaUy activates various 

30 signaling molecules at difforent time points. 
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8 MDA-7 acavates Fas and Fas-relat.a proteins in ovarian cancer cells 

TO tes. v-hether additional signaling events or molecnles are activated/tHggered 
eariier than those previonsly re^rted result in Are initiation of apoptosis ca^ade. 
ovarian ca-^er cells were treated «i«. MS, Ad-lnc. or Ad-n.da7 and anal^ed for 
; apoptosis related n»lecnles by RPA. A significant increase in Fas. Fas-L. FADD 
caspase-S, and FAFl n*NA expression was observed in Ad-n.da7 treated cells con^ared 
,o PBS and Ad-luc .«a.ed cells. A moderate increase in FAP «pression was obsenred. 
No change ta TT^D. DR3, TNF. and WP expression was ob^ among the vanons 
.eatinen. groups suggesting activati™, of Fa. but not ™F.rela.ed fannly members may 
„ be an early event. Since changes in mRNA levels do no. always c^relate ^ 
e^.i„„. Westen, blot analysis was perfonned. A signiflcant increase u, Fas. Fas-l, 
FAFl a«l FADD protein expression was observed in Ad.mda7 treated cells Compaq, u, 
PBS and Ad-tac treated cells. Inc^ in protein expression was in agre«nenl w.th the 
n^ .esnHs. However. FAP protein expression was decreased in Ad-mda7 treated cells 
,5 compared to PBS and Ad-lnc treats! ceUs. No change in mADD express.o^ was 
Observed among fl« varions treatinen. groups. These results suggest .hat activation of 
Fas-FasL by MDA-7 is an early event in ovarian cancer cells. 
9 MDA-7 activates AP-1 and NFKB 

AP-1 andNFkBarem*>rttanscription&c«»s««tare««va.edbybmdingofa>e 
„ ,un ftmily (c-Jun. and J»B) of tiansoriptional proteins as homodimer o. 

heterodimer in association with ti« Fos ftmily members or with oti.er tianscnption 
factors such as Am CRMB. and NFAT. Based «s information and *e ab,h«, of 
MDA-7 .o activa.e c-jun and ATF-2 we speculated ti«. MDA-7 media^d s,g.^ 
involves AP- 1 and or NFxB. For to purpose nuclear C.B lysa.es were p,^ ^ 24 

« 48h after tieatineo. wiO, PBS. Ad-h. or A*mda7 and analyzed ftr AP-l and ^ 
artvation by EMSA Nuclear lysa.es from Ad^-7 tieated cells showed htgher AP-1 
. and NFKB binding activity ti.an in Ad-h.c a«. PBS treated cells. Increased activly 
was observed a.bo.h24 and 48hwi0.maximumactivati«.occunmg at 48h. 
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1 0. MDA-7 increases Fas expression at the cell surface 

To deteraiine whether MDA-7 increased Fas expression at the cell surface tumor 
cells treated with PBS, Ad-luc or Ad-mda? were stained Avith a fluorescent-labeled anti- 
Fas antibody and observed under a fluorescence microscope. An increase in Fas 
5 expression at the cell surface was observed in Ad-mda7 treated cells compared to PBS 
and Ad-luc treated cells. 

1 1 . MDA-7 activates Fas promoter 

The ability of Ad-mda7 treatment on Fas promoter activation was next 
investigated. Cells transfected with a plasmid carrying the luc gene under the control of 

10 wild-type Fas promoter was significantly activated foUovraig Ad-mda7 treatment 
compared to cells that were treated with PBS or Ad-Pgal {P = 0.001). A slight increase in 
luciferase expression was also observed in Ad-pgal treated cells compared to PBS treated 
cells {P = 0.04). In contrast, no significant increase in luciferase expression was observed 
among the various treatment groups when cells were transfected with a plasmid 

15 containing mutant Fas promoter indicating that Ad-mda7 treatment results in specific 
activation of wild-type Fas promoter. 

12* Overespression of dominant negative FADD inliibits MDA-7 
mediated apoptosis 

Since FADD is part of the death inducing signaling complex (DISC) that is 
20 formed foUovring FAS induced signaling, the effect of overexpression of dominant 
negative FADD on MDA-7 mediated apoptosis was investigated. Prior to the start of the 
experiment, cells were transfected v,dth EYFP or EYFF-dnFADD plasmid and 
determined for transduction eflSciency, and dnFADD expression. Note, dnFADD that is 
expressed as a EYFP fusion protein is distinguished firom endogenous FADD by the shift 
25 in the banding pattern. la subsequent experiments cells were either not transfected or 
transfected with EYFP or EYFP-dnFADD and later treated with PBS or Ad-mda7. Cells 
were analyzed for apoptotic cells by flow cytometry and for caspase-9, and caspase-8 by 
Western blot analysis. A significant number of apoptotic cells was observed in cells 
treated with Ad-mda7 alone (1 5%; P = 0.001) compared to cells treated wifli PBS, EYFP 
30 plasmid alone, or EYFP-dnFADD plasmid alone. However, Ad-mda7 mediated ^optosis 



-189- 



wo 2004/078124 



PCT/US2004/006147 



was significantly inhibited in EYFP-dnFADD transfected cells overexpressing dnFADD. 
In contrast Ad-mda7 treatment in EYFP transfected cells resulted in increased apoptosis. 
Furthermore, Ad-mda7 treatment of parental ceUs or cells transfected with EYFP plasmid 
resulted in activation of caspase-8 and -9. In contrast, MDA-7 mediated activation of 
5 caspase-8, and -9 was inhibited in cells overexpressing dnFADD. No caspase activation 
was observed in cells that were treated with PBS. treated with EYFP alone, and treated 
with EYPF-dnFADD alone. 

13. Inhibition of Fas by siRNA suppresses MDA-7 mediated apoptosis 
To fiirther test whether Fas plays a role in MDA-7 mediated apoptosis, siRNA 
10 experiments were conducted. Cells were initially transfected with vector alone, scrambled 
siRNA, or siRNA targeted to Fas and analyzed by western blot analysis. A maiked 
inhibition of Fas protein expression was observed in cells transfected with siRNA 
targeted to Fas but not in cells transfected with scrambled siRNA. Inhibition of Fas was 
observed in cells transfected with 200 nm siRNA. Based on these results subsequent 
15 experiments were conducted using 200 nm of Fas or scrambled siRNA. Cells transfected 
with Fas siRNA or scrambled siRNA were treated witli Ad-mda7 and analyzed for 
^Hjptotic cells. A significant reduction in the number of 1S4DA-7 induced apoptotic cells 
was observed in Fas siRNA transfected cells (9%) compared to cells transfected with 
scrambled siRNA (19.2%). No significant increase in ^opototic cells was observed in 
20 PBS treated cells. These results demonsbrate that Fas plays a role in MDA-7-mediated 
apoptosis in ovarian canc^ cells. 

EXAMPLE 26; TUMOR GROWTH SUPFEESgOE. GE NE mda-7 
INDUCES APOPTOSIS AND AFFECTS THE PAT HWAY OF 
APC/BETA-CATENIN IN HUMAN BREA ST CANCER 

25 Materials and Methods 

MDA-MD-468 breast cancer cells were studied both in vitro and in vivo in a 
flank xenograft model of breast cancer. A recombinant adenovirus with the mda-7 
transgene under control of the CMV promoter to express mda-7 was used {AA-mda7). 
Control cells were treated with A4-Zuc or PBS. At 48 hours, cell growth was 
30 evaluated by direct cell count and apoptosis measured by cleavage of caspase-3 and 
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PARP. In vivo, tumors were treated by intratumoral injection of Ad-mda7, Ad-Luc, 
or PBS when tumors reached 100 mm^ in size. At 48 hours following treatment, 
tumors were harvested and apoptosis evaluated by TUNEL staining, in addition to 
cleavage of caspase-3 and PARP. The adenomatous polyposis coli protein (APC)/B- 
5 catenin pathway was evaluated by determining the expression of APC and B-catenin 
in MDA-MB-468 cells in vitro and in vivo after treatment with Ad-mda7. 

Results 

Treatment of MDA-MB-468 cells with Ad-mda7 resulted in significant 
^optosis and growth inhibition both in vitro and in vivo, when compared to control 

10 treated cells (FIG. 53; P<0.01, ANOVA). Significantly elevated levels of APC 
expression were observed both in vitro and in vivo after treatment with Ad-mda7. 
Correspondingly, the B-catoiin levels in the Adrmda7 treated cells were significantly 
decreased when compared with controls. These studies confirm the significant 
growth inhibition and ^optotic effect of Ad-mda7 on MDA-MB-468 breast cancer 

15 cells. Additionally, these data suggest ttiat this cell death may be due to the 
upregulation of APC resulting in the downregulation of nuclear B-catenin following 
Ad-mda7 transfection. Further studies are currently underway to confirm these 
observations. 

EXAR-IPLE 27: APENO^^XTg RIEBIATEP m A-7 GENE 
20 THEIRAgT gUg'FRES.SES AT^OIOQEFIEglg aad gE MSffUmS 

XENOGRAFT TOMOIS^^ TO MAPlAUON 

Materials and Methods 

1. CeU Culture and Chemicals 

The NSCLC cell line, A549, was obtained fiwm the American Type Culture 
25 Collection (Rockville, MD). A549 ceUs were grown in F-12 medium with 10% fetal 
bovine serum (Hyaone, Logan, UT) and 1% penicillin-strq)tomycin (Ihvitrograi, Grand 
Island, NY) at BT^C with 5% COz- The nonnal human hing fibroblast cell line, CCD16, 
was obtained fiom the American Type Culture Collection and maintained in MEM-a 
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medium with 10% fetal bovine serum and 1% penicillin-streptomycin. Human 
embryonic kidney 293 cells, that were stably transfected with mda7 or control vector, 
were provided by Introgen Therapeutics Inc. (Houston, TX). 293 cells were maintained 
in MEM high glucose medium with 10% fetal bovine serum and 1% penicillin- 
5 streptomycin. Human umbilical vein endothehal cells (HUVECs) were obtained from 
Clonetics (San Diego, CA) and maintained in complete EGM-2 medium (Clonetics, San 
Diego, CA) per manufacture's instruction. 293 cells (1x10^ cultured for 24 hours yield 
30 ng/ml of MDA-7 protein in their culture medium determined on the basis of EUSA 
assay. 

10 Human angiostatin (kringle 1-3) and human recombinant endostatin were 

purchased from Calbiochem (San Diego, CA) and diluted into medium at a concentration 
of 1 00 ng/ml for cell treatment. 

2. Animal Studies 

A549 xenograft tumors were established by sx. injection of 5x10^ viable cells, 
15 suspended in serum-free medium, into the hind legs of 4-5-week-old male athymic nude 
mice (nu/nu; Harlan). Within 10-14 days, tumors reached a size of 200 mm^ (day 0). 
Tumor growth delay was assessed following treatment. Tumors were measured in three 
orthogonal dimensions, and volume was estimated assuming an ellipsoid. Animals were 
sacrificed whra the tumor exceeded 15 mm in a diameter or the tumor ulcerated. All 
20 animals used in these experiments were housed and maintained in the institutional 
facilities in accordance with regulations and standards of the US Department of 
Agriculture and the National Institutes of Health. The animals were used under an 
approved protocol reviewed by the Institutional Animal Care and Use Committee. 

3. Adenovirus Production 

25 A6rmda7, as described m U.S. Patent Application serial no. 09/615,154, was 

obtained. This recombinant adenoviral vector contains the CMV promoter, wild type 
cDNA, and SV40 polyadenylation signal in a minigene cassette inserted into the 
El-deleted region of modified Ad5. The vectors were tested for and detennined to be 
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free of replication-competent adenovirus and mycoplasma. 

4. Gene Delivery 

In vivo experiments were performed on s.c. xenograft tumors growing in the hind 
legs of nude mice. When tumors reached 200 mm\ they were treated with a total dose of 
5 3x10** vp administered in 3 equal fractions given on days 1, 3, and 5. Each injection of 
purified vector was diluted in a total volume of 100 nl of PBS and administrated in a 
single pass of a 27.5-gauge insulin needle. 

5. Radiation 

For in vivo treatments, animals bearing A549 xenograft tumprs were irradiated 
10 while anesthetized using a ^Co teletherapy unit. The mice were positioned in the field 
such that only the hind leg bearing the tumor was in the irradiation field and the rest of 
the body was shielded by a lead block. For in vitro treatments, cells were irradiated with 
a high-dose rate "'Cs unit (3.4 Gy/min) at room temperature. 

6. Immunobistochemistry 

15 Tumors were harvested on day 8 for MDA-7 inraranostaining or on day 14 for 

vascular endothelial growth factor (VEGF), basic fibroblast growth fector (bFGF), 
interleukine-8 (IL-8) or CD31 immunostaining. For VEGF, bFGF, IL-8 or MDA-7 
immunostaining, 5-micron-thick sections of foimalin-fixed paraffin embedded tissue 
were used. For CD31 immunostaining, 8-micron-thick sections were obtained from 

20 frozen sections. Sections from foimalin-fixed paraffin embedded tissue were 
deparafBnized in xylene and rehydrated in descending grades (from 100 to 75%) of 
ethanol. To enhance the immunostaining, sections were then placed in antigen 
unmasking solution (Vector Laboratories hic. Burlingame, CA) and microwavcd 
intermittently for iq> to 10 min to maintain a boiling temperature. After the sUdes were 

25 cooled at room temperature for 30 min, they were washed in distifled water and PBS. 
After this initial preparation, the slides, which were obtained from either foimalin-fixed 
paraffin embedded or frozen tissues, were covered with 3% H2Q2 in methanol to block 
endogenous peroxidase activity. An avidin-biotin-peroxidase complex kit (Vector 



-193- 



wo 2004/078124 



PCT/US2004/006147 



Laboratories Inc.) was then used to detect staining. After treatment with the blocking 
serum and endogenous avidin/ biotin blocking solution (Vector Laboratories Inc.), the 
slides were incubated with a 1:500 dilution of rabbit polyclonal antibody to VEGF (Santa 
Cruz Biotech, Santa Cruz, CA), a 1:500 dilution of rabbit polyclonal antibody to bFGF 

5 (Sigma Chemical Co., St. Louis, MO), a 1 :50 dilution of rabbit polyclonal antibody to IL- 
8 (Biosource International, Camarillo, CA), a 1:100 dilution of rat monoclonal antibody 
to mouse CD31 (PharMingen, San Diego, CA) or 1:250 dilution of rabbit polyclonal 
antibody to MDA-7 (Introgen Therapeutics, Houston, TX) overnight at 4*'C. The slides 
w^e then washed, incubated for 30 min with secondary biotinylated antibody, washed 

10 again and then incubated for 30 min with the avidin-biotin-peroxidase complex reagent. 
After the slides were washed in PBS, the inmiunostaining was developed with the use of 
3,3'-diaminobenzidine. Slides were counterstained with methyl green (Vector 
Laboratories, Inc.) and mounted with Permount (Fisher Scientific, Pittsburgh, PA). 

To determine the percentage of immunostaining positive cells, at least 1000 
15 cells/sHde were counted and scored in x400 fields (Bianco et aL, 2002; Weidner et al, 
1991). Microvessels were quantified using sections immunostained for CD31 according 
the method described by Weidner et al (1991). Microvessel density was expressed as the 
average of the three highest areas identified within x400 fields. 

7- TUNEL Assay 

20 A tOTninal deo>rynucleotidyl transf^ase (TdT)-mediated dUTP labeling (TUNEL) 

method was used for the detection of ^optotic cells. For this purpose, we used the 
^opTag® Plus Peroxidase In Situ Apoptosis Detection Kit (Serological Corporation, 
Norcross, GA). The staining was performed according to the manufacturer's procedure. 
Sections included in the kit were stained and served as positive controls. Apoptotic cells 

25 ware coimted under a light microscope (x400 magnification) in randomly chosen fields, 
and the apoptosis index was calculated as a percentage of at least 1000 scored cells. 
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8- Cell Survival Analyses 

Twelve hours after seeding HUVECs in 4-weIl plates (Nunc, Roskilde, Denmark), 
medium was replaced with serum/growth factor-Jfree medium. After serum/groAVth factor 
starvation for 12 hours, cells were treated with complete medium containing either MDA- 
5 7 protein (10 ng/ml) (removed &om cultures of 293 cells), angiostatin (100 ng/ml), or 
endostatin (100 ng/ml). Twelve hours later, cells were irradiated witti "^Cs unit (3.4 
Gy/min) at room temperature, trypsim'zed and counted. Known numbers of cells were 
replated in 60 mm culture dishes and incubated to allow macroscopic colony 
developinent. Colonies were counted after 14 days, and the percent plating efficiency and 
10 surviving fractions following given treatments were calculated based on the survival of 
non-irradiated cells. 

9. Statistical Analysis 

Statistical significance was determined using one way ANOVA or Student's t test, 
as appropriate. A difference was regarded as significant if p< 0.05. 

15 ResHlts 

1. Effect of Combination Therapy with Ad-mda? and Radiation on A549 
Xenograft Tumors 

A549 cells were injected s.c. into the hind leg of athynoic nude mice (n=20). 
When the tumors reached 200 mm^ (day 0), animals were randomized into one of four 

20 treatment groiips: control (saline injection), radiation alone (5 Gy in one firaction on day 
6), Ad-mda7 alone (3x10^® vp in three fractions on days 1, 3 and 5) or combination (Ad- 
mda7 plus radiation). This treatment protocol was chosen based on an original study 
using Ad-p53 on SW620 xenografts and is identical to that used in subsequent 
investigations where the combination of Ad-p53 and radiation in A549 xenografts was 

25 tested (Kawabe et aL, 2002; Spitz et al, 1996). This allows a comparison between Ad- 
p53 and Ad-mda? for their relative abilities to radiosensitize A549 xenograft tumors. As 
shown in FIG. 54, treatment with either radiation alone or Ad-mda7 alone produced only 
a modest tumor growth delay. On the other hand, combination therapy with Adrmdal 
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and radiation resulted in a substantial and long-lasting tumor growth delay (FIG, 54A). 
As per our animal protocol, the mice had to be killed when the tumors reached 15 mm in 
diameter. The time that each mouse was killed was recorded and is plotted in FIG. 54B. 
As can been seen, treatment with the combination greatly extended this time and one 
5 animal in this group of 5 was cured. This animal was killed after a total of 240 days. 
There was no evidence of tumor in this animal on necropsy. 

2. Effect of combinatioii therapy was dependent on treatment schedule 

To determine an optinal regimen of combination therapy with 3 x 10^° vp of Ad- 
mda7 in a single fraction and 5Gy radiation, the following treatments were examined: 
10 control, Ad-mda? (day 1) plus irradiation (day 6), Ad-mda7 (day 5) plus irradiation (day 
6) or irradiation (day 6) plus Ad~mda7 (day 7). The results of tumor growth delay 
mdicated that the best timing for the combination therapy was administering Ad-mda7 
followed 5 days later by 5Gy radiation (FIG. 55). 

3. MDA-7 protein expression in tumors after administration ofAd-mda? 

15 Expression of MDA-7 protein was examined by immunohistochemistry in 

spedmens on day 8. Strong expression of MDA-7 protem in the cjtoplasm was detected 
in the tumors after Ad-mda? treatment whereas no specific staining was detected in the 
tumors that did not receive Ad-mda7. This pattern did not change in specimens from 
tumors that also received irradiation. 

20 4. Combination therapy witk AA-mda? and radiation enhanced 

apoptosis induction in vivo 
Previously, enhanced mduction of apoptosis by Ad-mda? when combined with 
radiation in NSCLC cells was observed when treated in vitro (Kawabe et al, 2002). To 
determine if a similar enhancement of apoptosis would be observed in vrvo, TUNEL 
25 staining on the specimens harvested following the various treatments was performed. 
TUNEL-positive cells were observed scattered throughout the histological sections 
especially in those specimens from the treated groins. The TUNEL-positive cells were 
counted and the resulting values are presented in FIG 63. Combination therapy with Ad- 
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mda7 and radiation resulted in a slight greater-than-additive apoptotic index (4.6 %) 
compared with radiation alone (2.2 %) or Ad-mda7 alone (1.3 %) after subtracting the 
background level of 1 .2 %. 

5. AA-mda7 blocks the radiation-induced^ enhanced expression of 
5 angiogenic factors 

VEGF, bFGF and IL-8 protein expression were analyzed by 
inmiunohistochemistry on specimens harvested on day 14. The percentage of positive 
cells was scored for each specimm and the resulting values are plotted in FIGS. 64A - 
64C. There was some constitutive expression seen in the untreated controls for each of 
10 these angiogenesis markers. However, radiation alone substantially enhanced the 
expression of each of these proteins. hAr-mdaJ treatment suppressed the constitutive 
levels of VEGF and bFGF and essentially blocked the radiation-induced, enhanced 
expression of all three angiogenesis markers. 

6. Combined therapy with AA-mda7 and radiation suppresses 
15 microvessel density 

A previous report suggested that PA-mda7 suppressed tumor growth by inhibiting 
angiogenesis (Saeki et al^ 2002). Therefore, the antiangiogenic effects of Ad-mda7 as a 
single agent and in combination with radiation were evaluated. Tumors were harvested 
on day 14 and firozen sections were stained for CD31 (platelet endothelial cell adhesion 

20 molecule-1) to assess microvessel densitj^ Assessment of microvessel density on CD31- 
stained sections showed that the average microvessel coiint per x400 field in untreated, 
control tumors was 45±12. Both Ad-mda7 and radiation, when used as single agents, 
were able to partly siq>press microvessel counts to 26±3 and 3Q±6, respectively. 
However, in tumors treated vnih the combination of Ad-mda? and radiation, the average 

25 microvessel count was suppressed even &rth^ to 12±2 (FIG. 58). This 3.8-fold 
reduction of microvessel density by the combination was statistically significant 
compared with the other groups. 
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7. Recombinant, human MDA-T protein sensitizes endothelial cells to 
radiation 

Previous studies have reported that MDA-7 protein can be secreted from Ad- 
mda7 infected tumor cells and functions as a cytokine, IL-24, at low concentrations 
5 (Dumoutier et al, 2001; Wang et al, 2002). Thus, it was possible that the ability of Ad- 
mda7 to radiosensitize the A549 xenograft tumor was due to a combination of effects that 
include direct radiosensitization of infected tmnor cells, a suppression of angiogenesis 
factors, plus antiangiogenic and radiosensitizing properties of MDA-7 protein secreted by 
the infected tumor cells. To test the radiosensitizing effect of secreted MDA-7 protein on 
10 endothelial cells, clonogenic survival assays were performed using human umbilical vein 
endothelial cells (HUVECs). HUVECs were pretreated with medium containing 
recombinant human MDA-7 protein for 12 hours prior to irradiation. This medium was 
derived from cultures of 293 cells that secrete MDA-7 protein. As shown in HG. 59A, 
MDA-7 protein sensitized HUVECs to ionizing radiation at an estimated concentration of 
15 10 ng/ml. As positive controls, we also pretreated HUVECs with 100 ng/ml of 
angiostatin (FIG. 59B) or endostatin (FIG. 59C). Both angiostatin and endostatin, 
proteolytic fragments of plasminogen and collagen XVffl respectively, are well defined 
antiangiogenic agents (O'Reilly et al, 1994; O'Reilly et al., 1997). Previous reports have 
indicated that both angiostatin and endostatin radiosensitize endothelial cells (Mauceri et 
20 al, 1998, Hanna et al, 2000. Although both angiostatin and endostatin at 100 ng/ml 
produced radiosensitizing effects on HU\'-ECs (FIG. 59B, C), MDA-7 protein appeared to 
be more potent in this regard. 

8. Recombinant hnman MDA-7 protein does not sensitize A549 ceUs or 
normal human fibroblast to radiation 

25 It was. previously reported that K6.-mda7 radiosensitized A549 cells but not 

normal human hmg fibroblasts cells, CCD16 cells, in vitro (Kawabe et al, 2002). To 
evaluate whether recombinant, human MDA-7 protdn sensitizes these cells to radiation, 
clonogenic assays using conditioned media from stably transfected 293 ceUs were 
performed as described above. The results showed that MDA-7 protein does not produce 

30 radiosensitizing effects in either A549cens or CCD16 cells (FIG. 60A,B). 
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FXAMPLE 28; ANTI-CANCER ACTTVITV OF THE M DA-7 TUMOR 
SUPPRESSOR PROTEIN IS MEDIATED BY SIGN ALING FROM THE 
ENDOPLASMIC RETICULUM (EK) 

This study addresses the question of wh€*her intracellular MDA-7 protein has 
5 enhanced kiUing activity if it is targeted to specific sub-cellular locations. Several 
plasmid constructs of mda-7 were created using vectors fliat target the expressed protein 
to various subcellular compartments, including cytoplasm, nucleus, and ER (FIG. 61). 
Additionally, a full-length mda-7 cDNA, including the secretion signal, was subcloned 
into the cytoplasmic backbone. The re-targeted vectors were evaluated for MDA-7 
10 protein expression via transfection into lung tumor cells and all caused high levels of 
intracellular MDA-7 expression by western blot analysis. Subcellular re-targeting of 
MDA-7 protein expression was confirmed via immunohistochemistry. Using flow 
cytometry and colony formation assays, the ability of re-targeted MDA-7 to kill cancer 
ceUs was investigated (FIG. 62). The cytoplasmic and nuclear MDA-7 constructs did not 
15 elicit ceU death, whereas fiill length (secreted) MDA-7 was cytotoxic. The ER-targeted 
mda-7 construct also eKcited ceU death in tumor cells (FIG. 63). Thus, it appears 
necessary for MDA-7 to enter the secretory pathway for it to be effective in inducing 
apoptosis. 

20 EXAMPLE 29: CYTOKINE INDUCTTON OF MPA -7 IN HUMAN 

PERIPHERAL BLOOD MONONUCL EAR CELLS 

1. Espression of MDA-7 in humaa peripheral blood mononuclear cells 
(PBMC) 

25 Lnmunoblotting was initially used to test for presence of MDA-7/IL-24 protein 

after mitogenic lectin stimulation of whole PBMC populations. PBMC were isolated fiom 
the pwipheral blood of normal healthy donors by craitrifiigation over Histopaque (Sigma, 
St Louis, MO). Cells were cultured at a concentration of 1x10* cells/ml in RPMI-1640 
based media siqiplemented with L-glutamine, Hepes, penicillin, streptomycin, and 10% 

30 human AB serum (Pelfieez, Brown Deer, WI) for 72 hr in the presence of PHA-P at 5 
lig/'ml or LPS 10 /ig/ml (botii fiom Sigma, St Louis, MO). Four hours prior to harvest 
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Brefeldin A (BFA, Sigma-Aldrich) was added, to inhibit cytokine secretion, at a final 
concentration of 10 iig/mL Cell lysates were prepared from the activated PBMC following 
a standard protocol. Boiled and reduced samples were separated by SDS-PAGE on a 12% 
gel and transferred to nitrocellulose. After blocking the membrane was incubated with the 
5 rabbit polyclonal anti-MDA-7, washed and incubated with HRP conjugated goat anti- 
rabbit secondary antibody. Blots were developed with ECL reagent (Amersham 
Pharmacia Biotech, Piscataway, NJ). Membranes were stripped and reprobed with anti- 
actin antibody. 

The expression of MDA-7 in 72 hour PHA and LPS stimulated PBMC was 
10 examined* The resulting activated populations were separated into CD3+, CD19+, CD56+ 
sub populations by magnetic cell sorting with directly conjugated antibodies and a 
MiniMax (Miltenyi Biotec, Sunnyvale CA). Expression of MDA-7 in these populations 
was determined by immunohistochemistry staining with the 7G9 anti MDA-7 monoclonal 
antibody. At this time point CD3+ cells were negative for MDA-7, while the CD19+, B 
15 cells, as well as the CD56+, MK cells, were positive for MDA-7. Given these results, 
experiments w^e set \xp to determine the kinetic of MDA-7 expression in activated 
PBMC. 

2. PHA induction of IL-24 in PBMC, Protein and mRNA 

20 To detemiine the kinetics of IL-24 induction in activated cells, PBMC were 

stimulated v/ith PHA and escamined cells for expression of the protein at early time 
points. MDA-7 protein expression was measured by intracellular flow cytometry PBMC 
and mRNA expression by real time RT PGR. 

PBMC were stimulated with 5 ftg/ml PHA in media containing 10% normal 

25 human serum for the 0, 2, 6, 12, 24, and 48 hours. Cells were isolated at the designated 
times and protein levels measured and RNA isolated. Real time RT-PCR was perfonned 
using TaqMan QneStep procedure according to the manufacturers protocol (Applied 
Biosystems, Foster City CA). Gene specific primer/probes for MDA-7 and HPRT were 
purchased from Applied Biosystems. The reactions were carried out according to 

30 manufacturer's protocol using an ABI Prism 7900 HT sequence detection system and the 
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analysis was conducted using Sequence Detection Software version 2.9. MDA-7 protein 
was detected by intracellular FACs analysis. Cells were treated with Brefeldin A at 1 0 
/zg/ml 4 hr prior to harvest to prohibit secretion of the cytokine. Where applicable cells 
were jSrst surface stained using directly conjugated antibodies and then, to detect 
5 intracellular proteins, cells were fixed by treatment with 4% paraformaldehyde and then 
permeabilized with detergent, n-octyl glucopyranoside at 7 mg/ml. As the control for 
permeabilization, cells were also stained with a monoclonal antibody directed against the 
intracellular protein vimentin. Standard protocols were followed for immunofluorescence 
staining. Immunofluorescence was analyzed on a FACSCalibur with Cell Quest software 

10 (BD hnmunosciences). 

As a control for these experiments, expression of IL-2 was also analyzed. It was 
found that MDA-7 message follows that of IL-2, reaching peak levels at 6 to 8 hours 
after stimulation with a fold increase reaching 1 1,000 compared to unstimulated PBMCs. 
Protein expression, as measured by intracellular flow cytometry, follows message 

15 reaching a maximum expression at 8 hours. 

3. Cytokine Induction of RlDA-7 

The above experimmt suggests that MDA-7 mRNA peaks relatively early after 
PHA stimulation. To determine what cytokines may be driving this expression, PBMC 
were stimulated with IL-2, a major cytokine produced during PHA activation. Normal 

20 PBMC were stimulated in media containing 10% human serum. Cells were har\'ested at 
the specific times and tested for MDA-7 protein expression by intracellular FACs and 
MDA-7 mRNA ^pression by real time RT PCR. 

It was found that protein expression began to increase at 4 hr. Levels of expression 
are lower than seen with PHA stimulation, which could reflect the strength of the 

25 mitogenic stimulation compared to the purified cytokine. It also could reflect that cells not 
expressing IL-2 receptors are also producing MDA-7. mRNA expression suggests 
biphasic kinetics with a peak at 1 hr which decreases and then increases again at 12 hr. In 
another experiment, neutralizing antibody to IL-2 was added to PBMC at the beginning of 
the PHA stimulation. Cells were harvested at 8 hr and MDA-7 protein measure by 
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intracellular FACs and.mRNA by RT PGR. MDA-7 protein and mRNA expression was 
blocked approximately 50% compared to the IgG control. 

Other cytokines were also tested for their ability to induce MDA-7 expression in 
resting PBMC. PBMC were analyzed for MDA-7 expression 6 hr after stimulation with 
5 100 U/ml of lL-2, IL-4, IL-7, IL-15, or IFN7. At this time point IL-7 and IL-15 stimulated 
the expression of both MDA-7 mRNA and protein. 

These data suggest that IL-2, IL-7, and IL-15 are involved in the upregulation of 
MDA-7 expression in PBMC. These three cytokines share the common cytokine receptor 
gamma-chain (7c). The IL-7R is composed of a unique oe-chain and yc. While the IL-2R 

10 and IL-15R are composed of three subunits: the IL-2/IL-15Rj8, the ^yc, and each with a 
unique a -chain. There is considerable evidence that cytokines that bind to receptors 
containing 7c are involved in T cell maintenance and homeostasis. The fact that these 
cytokines stimulate expression of MDA-7 in PBMC suggests that MDA-7 may also be 
involved in T cell homeostasis. 

15 4. Blocking ofIl-24Espre§sion with anti-IL2R antibodies 

To further establish whether cytokines that bind to the yc are responsible for MDA- 
7 expression, studies were conducted using blocking antibodies directed against the three 
subunits of the IL-2 receptor, IL-2Ra;, IL-2/IL-15Rje, and y:^ (IL-2R7) (R&D Systems, 
Minneapolis, MN) to attempt to block the induction of MDA--7 expression in PHA 

20 activated PBMC. Antibodies added at the initiation of culture with PHA were used at 5 
/xg/ml with mouse IgG used as a control for nonspecific blocldng. In three separate 
experiments, blocking of MDA-7 mRNA expression was observed, ranging firom 0% to 
24% with anti-IL2Ra; 19% to 36% with anti-IL2/IH5RiS and 15% to 26% with anti- 
IL2R7. 

25 MDA-7 protein expression was blocked by the addition of anti-IL-2 monoclonal 

antibody at the initiation of the PHA stimulation. Thus, the expression of MDA-7 in 
PBMCs is induced by IL-2, IL-7, and IL-15. All of these cytokines utilize components of 
the functional IL-2 receptor. These results support the concept that MDA-7 is a pro- 
inflammatoiy cytokine involved in a Thl type immime response. 

30 
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EXAMPLE 30: MDA-^7/IL-24 MEDIATED KILLING OF HUMAN OVARIAN 
CANCER CELLS P^VOLVES THE Fas/FasL SIGNALING PATHWAY 

Materials and Methods 

1. Cell Lines and Reagents 

5 Human ovarian cancer cell lines OVCA 420, and MDAH 2774 were a gift from 

Dr. J.K. Wolf (M.D. Anderson Cancer Center, Houston, TX). Cell were grown in 
Minimum non-essential amino acid medium supplemented with 10% FBS. Hximan 
fibroblast cell line CCD-16 was purchased from ATCC (Rockville, MD). AP-1 consensus 
oligonucleotides (5'-cgcttgatgagtcagccggaa-3' (SEQ ID NO:3)) were purchased from 
10 Promega (Madison, Wl). Adenovirus caiiying the mda-7 {Ad-mdaT) or luciferase (Ad- 
luc) gene was obtained from Introgen Therapeutics, Inc. (Houston, TX). 

2* Determination of Transduction Efficiency 

The transduction efficiency of human ovarian cancer cell lines and nomial 
fibroblast cell line (MRC-9) were detemraied using an adenovirus expressing the OFF 

15 gene (Ad-GFP). Cells (MDAH 2774, OVCA 420, and MRC-9) were seeded at 5 x 10^ 
cells per well in six-well tissue culture dishes. Hie following day, cells were either 
uninfected (mock) or infected witti Ad-GFP at 2500, 3000, 5000, 10000 viral particles 
per cell (vp/cell). Twenty-four hours after infection, cells were washed, resuspended in 
PBS and analy2;ed by flow cj^tometry analysis. At 3000 vp/cell more than 90% of the 

20 cells were transduced for all the cell lines. Hence, for all subsequent experiments 
described below we used a moi of 3000 vp/cell. 

3. Cell Proliferation Assay 

Tumor cells (MDAH 2774 and OVCA 420) and nonnal (MRC-9) cells were 
seeded at 1 x 10^ cells per well in six-well tissue culture dishes. The following day, ceUs 
25 were treated with PBS, Ad-luc or Ad-mda7 (3000 vp/cell). Cells were harvested on days 
1, 2, 3, 4 and 5 after infection and counted by trypan-blue assay. Experiments were done 
atleast three separate times and the results represented as the average of the three 
experiments. 
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4. Cell Cycle Analysis 

Tiimor (MDAH 2774 and OVCA 420; 5 X 10^) cells were treated with PBS, Ad- 
luc or Ad-mda? (3000 vpycell) in 6-well plates and incubated at 37''C. Cells were 
harvested at 24, 48 and 72h after treatment, washed in PBS, and fixed overnight at -20°C 
5 in 70% ethanol. The cells were then resuspended in PBS containing RNase A (Img/ml), 
and 50 ^g/ml propidimn iodide (Sigma Chemicals, St. Louis, MO) and subjected to 
FACS analysis. Uninfected cells served as negative controls in these experiments. 

5. Apoptotic Cell Staining 

Cells (MDAH 2774 and OVCA 420) were seeded in 6-well plates at a density of 5 
10 X 10^ cells per well and treated vdth PBS, Ad-/MC or Ad-mda7 (3000 v.p7cell). Seventy- 
two hours after infection, cells were incubated with Hoechst No. 33342 (Sigma, St. Louis, 
MO) for 15 min, washed with PBS twice and observed under a fluorescent microscope 
for apoptotic cells as detamined by fragmented nuclei. 

6. Western Blot Analysis 

15 Tumor cells treated with PBS, hArmda7 or Ad-/iic were subjected to western blot 

analysis using techniques known to those of ordinary skill in the art. The following 
primary antibodies were used: PKR, phosphospecific p38, pJNK, p44/42, peTF2, caspase- 
9 (Cell Signaling, Boston, MA); caspase-3, PARP, FAFl, FADD, Fas, and FasL 

(Pharhfingen, San Diego, CA). The polyclonal antibodies to R4DA-7 were from Introgen 
20 Therapeutics, Inc. (Houston, TX). The proteins were \dsualized on enhanced 
chemiluminescence film (Hyperfilm; Amersham) by apphcation of Amersham's 
Enhanced Chemiluminescence Westem Blotting Detection System 

7* Electrophoretic Mobility Shift Assay (EMSA) 

MDAH 2774 (5 x 10^ were treated wifli AAAuc or Ad-mda? (3000 v.pycell) in 6- 
25 well plates. Cells were harvested at various time points (24, 48, and 72h) and 
cytoplasmic and nuclear extracts were prepared and subjected to EMSA using techniques 
well-known to those of ordinary skill in the art. Briefly, double-stranded oligonucleotides 
consensus AP-1 (Promega) were end-labeled with [y-^^P]-ATP using T4 polynucleotide 
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kinase. A typical binding reaction mixture contained the labeled oligonncleotide and 0.5 
poly (dl-dC) and nuclear protein extracts (10 ^ig) were incubated at 25°C for 30 min in 
5x gel shift binding buffer [20% glycerol, SmM MgClz 2.5nfiM EDTA, 2.5 mM DTT, 
250mM NaCl, 50mM Tris-HCl (pH 7.5)]. The complexes were resolved on 
5 nondenaturing 5% polyacrylamide gels in 0.5 X Tris-borate EDTA buffer for Ih 30 min 
at 300 V. The bands were visualized by autoradiography and quantitated using the Image 
Quant software (Molecular Dynamics, Amersham-Pharmacia, Biotech, Piscatway, NY). 

8. RNase Protection Assay (RPA) 

Cells OVIDAH 2774) were plated at a density of 5 x 10^ in 6-well plates and 
10 treated with PBS, Ad-luc or Ad-mda?. Total RNAs from these cells were isolated at 24, 
48 and 72h after treatment using Trizol reagent. The mRNA transcripts for the indicated 
apoptosis-related genes caspase-8. Fas, FasL. FADD, FAF-1, TRAIL, TNFr, TRADD and 
RIP as well as the internal controls L32 and glyceraldehyde-3-phosphate dehydrogenase 
were analyzed using the hApo-3 Multi-Probe Probe template set (Phaxmingen). Probe 
15 synthesis, hybridization, and RNase treatment were performed using RiboQuant Multi- 
Probe RNase Protection Assay System (PharMingen) as per manufacturer's guidelines. 
Protected transcripts were resolved by electrophoresis on denaturing polyacrylaniide gels 
(5%) and exposed to hyperfihn overnight at 
-80°C. 

20 9. Fas f ToHioter Aaalygis 

MDAH 2774 cells (5 x 10^ plated in 6-well plates were transfected with a 
plasmid (FHR+) consistmg of the luciferase gene under the control of the human Fas 
(CD95) promoter. Cells transfected with a plasmid (A6) that contained a mutation in the 
Fas promoter served as controls in these experiments. Transfections were performed 

25 using DOTAP Uposomes. Six-hours after transfection cells were treated with PBS, Ad- 
pgal or Adjnda-7 (3000 vp/cell). Cells were harvested at different time points (12, 24, 
48h) after treatment, washed in PBS, and lysed in 200 of Reporter Lysis Buffer 
(Promega). Luciferase expression was determined as described previously and expressed 
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as relative light units (RLU) per milligram of protein. Experiments were repeated at least 
two times and results represented as the average. 

10. SiRNA Analysis 

SiRNA analysis was performed using methods well-known to those of ordinary 
5 skill in the art. 

Results 

1 . Ad-mda 7 Selectively Inhibits Ovarian Cancer Cell Proliferation 

Ovarian cancer cells (MDAH2774, OVCA420) were infected with Ad-mda? and 
Ad'luc (3000 vp/cell). Cells were harvested at various time points after infection and 

10 analyzed for MDA-7 protein expression and growth inhibitory effects. Cells that were 
treated with PBS served as control. Exogenous MDA-7 protein expression was observed 
in all the cell lines that were treated with PA-mdal. Cells treated with PBS or Ad-luc also 
showed some expression. Howcvct, this is attributed to cross-reactivity of the anti- 
MDA7 polyclonal antibody with non-specilBc protein. Although MDA-7 expression was 

15 observed m all the cell lines, significant (P = 0.001) growth inhibition by Ad-mda? was 
observed only MDAH 2774 and OVCA 420 cells compared to PBS and Ad-luc treated 
cells (FIG. 64). No significant growth inhibitory effect was observed in Ad-mda? treated 
Hey and DOV13 tumor cell lines. 

2. iBdiaces G2/M Cell Cycle Arrest aad Apoptosfe in ©rariaa 
20 Cells 

The mechanism of growth inhibition exerted by Ad-mda? was next investigated. 
Ad-mda? treated MDAH2774 (FIG, 65A) and OVCA 420 ceUs (FIG. 65B) demonstrated 
a significant increase in the ninnb^ of cells in the G2/M phase conq>ared to PBS and Ad- 
luc treated cells. However, no significant change in the number of cells in the G2/M 
25 phase was observed in Ad-mda? treated Hey, DOV13 and SKOV3-ip cells. Associated 
with the cell-cycle arrest was the induction of apoptosis in MDAH2774 and OVCA 420 
cells as evidenced by Hoechst staining (FIG. 66). No apoptotic changes were observed in 
cells infected with PBS or Ad-/wc, 
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3. PKR Induces Apoptosis in Ovarian Cells 

To study the molecular mechanism by which MDA-7 induced apoptosis, the 
expression of various signaling molecules that have previously been shown to participate 
in was analyzed. It has been suggested that PKR plays a role in dsRNA, viral 

5 and stress mediated apoptosis (Lee et aL, 1994; Yeung et ql, 1996; Kibler et al, 1997). 
It has been reported that Ad-mda7 induces apopteosis in lung cancer cell lines A549 and 
H1299 mediated by PKR. Therefore studies were conducted to determine whether PKR 
activity was increased in sensitive (MDAH 2774, OVCA 420) and resistant (Hey and 
DOV 13) cell lines following treatment with Ad-Zwc and Ad-mda-7. It was found that 

10 PKR levels dramatically increased in MDAH 2774 and OVCA 420 cells at 24 - 48 hrs 
and its substrate peIF2 increased at 48hrs after AAmda-7 infection. However, AA.mda-1 
infection of Hey and DOV13 did not induce PKR and its substrate peIF2, which are 
resistant to the apoptosis-indcuing effects oiMmda-1. 

4. MDA-7 Treatment of MDAH 2774 Cells Induces Activation of 

15 RlAPKs, JNK and p38 

Experiments were carried out to determine whether MDK-l signals to Fas \'ia the 
p38 and/or the INK pathways. The activation (phosphorylation) of JNK and/or p38 
MAPK has been implicated in the pathway leading to stress-induced apoptosis in various 
cancer cells. The expression of phoq)ho-JNK and phospho-38 MAPK in tiie MDAH 

20 2774 and OVCA 420 was analyzed after AAmda-1 treatment by western blotting. 
Phosphorylated JNK and p38 was significantly increased in a MDA-7 infected MDAH 
2774 and OVCA 420 at 48his. This finding suggests tiie involvemrait of phosphorylated 
JNK and p38 MAPK in ^optods. To confirm c-Jun and P-ATF2 involvement, the level 
of the major AP-1 components (c-Jun and ATF-2) was determined at 24 and 48h after 

25 infection with the AA-mda? and Ad-Zwc by Western blot analysis. AA-mda? significantly 
induced the levels of pcJun and ATF-2 at 24 and 48h. Ad-/«c and Mock-infected (PBS) 
cells did not activate pc-Jun and pATF-2. These results suggest a potential involvement 
of c-Jun and pATF2 in AP-1 activation and fiirther support the role of AP-1 activity in 
FasL stiinulation. However, Ad-mda? did not activate phospho-38, JNK, pc-Jun, ATF-2 

30 and its target AP-1 in the resistant cell lines Hey and DOV 13. 
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5 CD95L Promoter Activity is Upregulated in MDAH 2774 CeHs Upon 
Stimulation with MDA-7 Via Activation of an AP-1 element 

AP-1 is a major transcription factor, which consists of the Jun family (c-Jmi, 
JunD, and JunB) or heterodimers of a Jim family member with any of the Fos family 
members (c-Fos, FosB, Fra-1, and Fra-2) or other transcription factors such as ATF2. 
CREB, and NFAT. Because all three MAPK pathways (ERK, JNK and p38) can activate 
AP-1, experiments were performed next to examine whether AP-1 fimctiras as an 
integrating module transmitting the p38 and JNK. AP-1 binding activity to a synthesized 
AP-1 consensussequencewas determined by EMSA. The nuclear lysates from Ad-mt/a 7 
infected cells have higher AP-1 binding activity at 24 and 48hrs than in the Ad-/«c and 
PBS treated cells. 

6. CD95I. is Upregulated Upon Ad-mda7 Infection 

These data show that CD95-CD95L interactions are important for induction of 
apoptosis following Ad-mda-7 infection. To gain insight into the expression status of the 
Fas transcripts in MDAH 2774 cells, the ribonuclease protection assay was used to 
measure the mRNA levels of several genes involved in sigaling cell death. It was found 
that Fas, FasL , FADD and caspase-8 mKNA levels increased following 
expression at 24hrs and there was no change in expression level at 33 hrs. hi addition, 
Ad-/ttc and Mock treated cells showed no change in the mRNA expression levels of Fas. 
FasL, FADD and caspase-8. Taken together, these data support the hypothesis that 
MDA-7 activates FasL via a p38 and JNK dependent c-Jun-pATT2/AP-l pathway. 
7. Activation of the Caspase Cascade Following MDA-7 Expression 
The downstream targets that are responsible for apoptosis were next investigated. 
Activation of capase 9 and caspase 3 was observed in Ad-mda7 treated MDAH 2774 and 
OVCA420 cells compared to ceDs treated with PBS or Ad-/«c. Associated with the 
activation of the caspases was the cleavage of PARP. a substrate for the caspases. 
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EXAMPLE 31: mda-7 GENE TRANSFER EXPLOITS MULTIPLE 
MOLECULAR PATHWAYS TO COMBAT CANCER 

Introduction of the melanoma differentiation-associated gene 7 {mda-T) into 
cells using a replication-deficient adenovirus {AA-mdaT) results in growfli inhibition and 
5 apoptosis in a broad spectrum of cancer cells, including those of breast, lung, colorectal, 
prostate, pancreatic, ovarian and melanoma origms. The cytotoxic activity of Ad-mda? 
is tumor-selective as normal cells are resistant to MDA-7-induced death. The anti- 
tumor activity ofAd-rnda? has been confirmed using multiple xenograft models in nude 
mice. Accumulated data indicates that MDA-7 activates genes and signaling pathways 

10 important for the onset of apoptosis (e.^., p53, BAX, TRAIL, fas, PKR, MAPK, jnk) 
and inhibits survival pathways (e.g:, PBK). 

Bioinformatics and structural analyses have now revealed that MDA-7 protein is 
a novel member of the interleuldn-lO (IL-10) superfamily, which encompasses IL-10; - 
19; -20; -22 and -26. The mda-? gene is contained with a cytokine cluster at lq31/32. 

15 The MDA-7 protein shares tlie 6-helical configuration of BL-IO, however, MDA-7 does 
not share the immunosuppressive properties of IL-10, and fimctions as a Thl cytokine. 
MDA-7 is expressed in activated Ijinphocytes. MDA-7 treatment of human PBMC 
induces secretion of ganuna-IFN, IL- 12, TNF-a and GM-CSF. Secretion of these 
Thl cytokines is inhibited by IL-10. MDA-7 also binds endothelial cells and fimctions 

20 as a potent anti-angiogenic protein. This activity is mediated via the IL-22 receptor. 
Ad-mda7 or MDA-7 treatment of melanoma cells induces secretion of IL-6 and gamma 
IFN. ThCTefore, mda-?, recently classified as 11^24, is a novel IL-10 homolog with 
multi-modal anti-cancer properties. This unique combination of apoptosis induction, 
anti-angiogenesis and inunune stimulation should pro\dde a powerfiil approach for 

25 attacking cancer. 
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EXAMPLE 32: ECTOPIC PRODUCTION OF MDA -7/IL-24 INHIBITS 
INVASION AND MIGRATION OF HUMAN LUNG CA NCER CELLS 

Materials and Methods 

1. CeU Culture 

5 Human NSCLC ceU lin A549 (adraiocarcinoma) was purchased from Ihe 

American Type Culture Collection (Rockville, MD). Human large cell lung carcinoma 
cell line HI 299 was a gift from Drs. A. Gazdar and J.D. Minna (The University of Texas 
Southwestern Medical Center, Dallas, TX). Tumor cells were maintained in RPMI-1640 
medium containing 10% fetal bovine serum (FBS; GIBCO-BRL, Grand Island, NY), 

10 antibiotics (GIBCO), and L-glutamine. Before the experiments were started, the absence 
of mycoplasma from the cells was verified. Cells weare used in the log phase of growth. 

2. Recombinant Adenoviral Vector 

Construction of the repKcation-deficient human type 5 adenoviral vector carrying 
the MDA-7 gene (Ad-mrfa7) has been pre^dously described (Saeki et al. 2000, and 
15 Mhashilkar et al., 2001). Viruses were propagated in human embryonic kidney 293 cells 
and purified by chromatography. 

3. Cell Migration Assay 

Tumor cells (H1299 and A549) were seeded at a density of 5 x 10^ cells/well in . 
six-well tissue culture plates. The next day, cells were infected mth M.-mda7 or Ad-/?^c 

20 at a multiphcity of mfection of 2500 viral particles/cell. At 6 h after infection, the cells 
were ttypsinized, washed in phosphate-buffered saline (PBS), and resuspended in serum- 
free RPMI-1640 medium. A cell migration assay was performed in a 24-well Transwell 
unit (Millipore, Cambridge, MA) as described previously (Ramesh et ah, 2003). Briefly, 
polycarbonate filters with 8 /im pores ware used. The lower chambers of the Transwell 

25 units weare filled with serum-free medium, and the rqiper chambers were seeded with 1 x 
10'' cells from each treatment group in triplicate wells. After 24 h and 48 h incubations, 
the cells that had been passed through the filtra- into the lower weUs were counted, and the 
number was expressed as a percentage of the sum of the cells in the upper and lower 



-210- 



wo 2004/078124 



PCT/US2004/006147 



10 



wells. The experiments were performed fonr times, and the results were recorded by 
MDA-7 as the mean of these experiments. 

In a parallel set of experiments, tumor cells subjected to various treatments as 
described above were subjected to cell viabiUty assays at 24 h and 48 h, as described 
previously (Saeki etal., 2000; Mhashilkar et al., 2001). These experiments vyere 
performed to exclude the possibility that the inhibition of cell migration by MDA-7 was a 
result of cytotoxicity. 

4. Cell Invasion Assay 

Tumor cells (H1299 and A549) were seeded at 5 x 10^ cells/well in six-well tissue 
culhire plates. The next day, cells were infected with Ad-mda7 or Ad-/«c at an MOI of 
2500 vp/cell or treated with 10 /iM LY 294002 (Cell signaling, Beverly, MA) or 1 /tg/ml 
MMP-n inhibitor (Santa Cruz Biotechnology, Santa Cruz, CA). After transfection, 
cultures were replenished with complete medium. At 6 h after treatment, cells were 
trypsinized, washed in PBS, and resuspended in serum-free RPMI-1640 medium. A cell 
invasion assay was performed in a 24-well TransweU unit coated with Matrigel (Becton, 
Dickinson and Company, Franklin Lakes. NJ), as described previously (Stewart et a/., 
2002). Briefly, the Iowct chambers of the Matrigel-coated TransweU units were filled 
with serum-fiee medium, and the upper chambers were seeded with 1 x 10* ceUs from 
each treatment in triplicate wells. After 24 h and 48 h incubations, the cells that had 
passed through the Matrigel-coated filter membrane into the lower well were counted as a 
measure of invasion. The invading cells were counted for each treatment and expressed 
as a percentage of the sum of the cells in the upper and lower wells. Experiments were 
performed at least three times, and the results were recorded as the mean of these 
racperiments. 

25 5. Gelatin Zymography Analysis' 

To determine the effect of Ad-mda7 treatment on MMP production, a gelatin 
zymography assay was performed, as described previously (Zhang et al, 2002). Briefly, 
tumor cells (H1299 and A549) grown in low-serum (1% EBS) medium were seeded at 5 
X 10^ cells/weU in six-well tissue culture plates and infected witii Ad-mda7 or Ad-/«c at 



15 



20 
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an MOI of 2500 vp/cell. Cells treated with PBS served as a negative control in these 
experiments. At 6 h after infection, the culture medium was removed and replaced with 
fresh medium containing 1% FBS. At 24 h and 48 h after infection, cell culture 
supematants were collected, clarified by centrifiigation, and subjected to electrophoresis 
5 in sodium dodecyl sulfate (SDS)-polyacrylamide gels copolymerized with gelatin (Sigma 
Chemicals, St. Louis, MO). The gels were then washed and incubated with reaction 
buffer (50 mM Tris-HCl [pH 7.4], 0.02% NaNa, and 10 mM CaCk) with constant 
shaking for 16 h at 3TC, stained, and destained. The protein concentration in the culture 
supernatant was measured to confirm that equal amounts were used for the assays. 
10 Relative activities of MMP-2 and -9 were quantified using ImageC^ant software 
(Amersham Pharmaci Biotech, Piscataway, NJ). 

6. Immunoblotting 

Immunoblotting using various antibodies was performed as described previously 
(Saeki et al, 2000). Briefly, cells were harvested by trypsinization and resuspended in 

15 lysis bufifer (62.5 mM Tris-HCl, 2% SDS, 10% glycerol, and 4 M urea). Protein samples 
(50 jMg each) were diluted into a 20 /tl solution of lysis buffer and 5% 2-mercaptoethanol 
(Bio-Rad Laboratories, Hercules, CA) and heatedin a water bath at 9S'^C for 5 min. Then, 
protein extracts were separated by 10% SDS-polyacrylamide gel electrophoresis (SDS- 
PAGE) in a vertical-slab gel electrophoresis cell (Bio-Rad). Next, the separated proteins 

20 were transferred firom the gel to a nitrocellulose membrane (Hybond-ECL; Amersham 
Pharmacia Biotech^ Bucldnghamshire, England) and then blocked in a blocking solution 
(5% dry milk and 0.3% Tween 20 in PBS) for 1 h. Then, the membranes were incubated 
with the primary antibodies for MMP-2, MMP-9, and p85 PBK (Santa Cruz 
Biotechnology), phosphorylated FAK (Pharmingen, San Diego, Ca), MDA-7 (hitrogen 

25 Ther£q>eutics, Inc., Houston, TX), and jS-actin (Sigma Chemicals). The membranes were 
then incubated with horseradish peroxidase-labeled secondary antibodies (Amersham, 
England). Finally, the proteins were visualized on enhanced chemiluminescence film 
(Hyperfilm; Amorsham, England) using Amersham's Enhanced Chemiluminescrace 
Western blotting detection system. The relative change in the protein expression levels 
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after various treatments were quantified using ImageQuant software (Amersham 
Pharmaci Biotech, Piscataway, NJ) and expressed as a ratio with 1. being the value for 
PBS treated cells. 

/ 

7- Experimental Lung Metastasis Model 

5 To determine whether MDA-7/IL-24 production can inhibit metastasis, animal 

experiments were performed using an experimental Ixmg metastasis model (Ramesh et aL^ 
2001). Briefly, A549 tumor cells (5 x 10^) seeded in 150-mm tissue culture plates were 
treated with PBS, Ad-/«c, or AA-mda? (2500 vp/cell). At 6 h after infection, cells were 
harvested, washed, and resuspended to a final volume of 1 ml in sterile PBS (1 x 10^ 

10 cells/100 isXy Cells were injected into female nude mice intravenously via tlie tail vein. 
There were five am'mals in teach treatment group. Three weeks after the injection of the 
cells, the animals were euflianized by C02 inhalation. Lungs firom eachof the mice firom 
the three groups were injected intratracheally with India ink and fixed in Fekete*s 
solution, as described previously (Ramesh et al, 2001). The effect of MDA-7/IL-24 on 

15 tumor metastasis was detemiined by coimting the number of metastatuc tumors in each 
lung under a dissecting DMcroscope. Experiments were performed two times, and the 
results were recorded as the mean of the two experiments. 

8. Statistical Analysis 

The statistical significance of the experimental results was calculated using 
20 ANOVA and the Mann-Whitney rank-sum test. The differences among groups were 
interpreted as statistically significant if the P value was less than 0.05. 
Resalts 

1, MDA.7/IL-24 Inhibits Tumor CeU Migration 

Tumor cells treated with AA-mda7 were significantly {P = 0.002) less able to 
25 migrate than were cells treated with kd-luc or PBS (FIG. 67). The number of cells (A549 
and H1299) migrating was significantly less after treatment with Ad-mda? (< 250 cells) 
than after treatment with PBS (> 500) or Ad-Znc (> 350). The inhibitory, effect was 
observed to be more effective at 48 h than at 24 h. To show that the inhibition of cell 
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migration was not due to MDA-7/IL-24-inediated cell death, in a separate but paraDel set 
of experiments, cells treated with PBS, Ad-luc, and Ad-mda7 were subjected to a cell 
viability assay at 24 h and 48 h after infection. No significant difference in cell viabihty 
was observed at this time-points indicating that the inhibition of migration by MDA-7/IL- 
24 was not due to cell death (FIG. 67B). Note that at 24 post-transduction, all three 
experimental groups arc superimposable indicating no significant cell death. By 48 hr, 
some cell death is occurring, however, with this vector dose, significant Ad-mda7 
mediated death is only observed at 72 and 96 hr post transduction. These results show 
that MDA- 7/IL-24 did inhibit cell migration. 

2. MDA-7 Inhibits Tumor CeH Invasion 

Tumor cells treated with Ad-mda7 were much less invasive, as indicated by the 
small number of cells on the outer membrane of the Matrigel invasion assay filter, than 
cells treated with PBS or Ad-/».c (FIG. 68). to both A549 cells and H1299 cells, the 
number of invading cells was significantly less after treatment with Ad-mda? (< 50 cells; 
P = 0.001) than with PBS (> 140 ceDs) or Ad-/«c (>150 cells). The inhibitory effect 
exerted by MDA-7 was similar to the inhibitory effect observed in ceUs treated with LY 
94002, a PI3K inhibitor, or with MMP-H inhibitor. A ceU viabiUty assay showed that the 
inhibition was not a result of MDA-7/IL-24-mediated cell death. These results show that 
MDA-7/IL-24 did inhibit cell invasion. 
) 3. RSDA-T ©owa-Megnlates flie Prodaction of Froteins Associated ^th 

Cell Riigration and Invasioa 
The regulation of proteins that are associated with ceU migration and invasion 
signahng pathways was examined by western blot analysis. Cell lines containing wild 
t>pe p53 (A549) and null for p53 (H1299) were used. MDA-7II-24 production was not 
5 observed in PBS or Ad-/«c treated tumor cells, but high levels of MDA-7IL-24 
production were found in Ad-/;Kfa7 treated cells. Overproduction of the MDA-7/IL.24 
protein in both H1299 and A549 tumor ceU lines resulted in decreased production of p85 
PDK and pFAK and increased production of pJNK, p38 MAPK, and p44/42 MAPK. to 
contrast, no significant change in the production of these proteins was observed in cells 
0 that were treated with PBS or Ad-/«c. The inhibition of p85 PDK and pFAK was also 
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observed in cells treated with the PDK inhibitor LY 294002, although the inhibition 
differed between the two cell lines. The decrease in pFAK expression in ceU lines 
overproducing MDA-7 was greater than that observed with LY294004. Furthermore, LY 
294002 treatment resulted in increased production of p38 MAPK and p44/42 MAPK in 
5 H1299 cells. Id A549 cells, LY 294004 increased the production of pJNK, and p44/42 
MAPK. These results indicate that MDA-7 like LY 294002 selectively inhibits PBK 
with no significant effect on other signaling molecules investigated in the present study. 

4. Inhibition of Matrix Metalloproteinase Production in Tumor Cells by 
MDA-7/IL-24 

10 Tumor ceUs overproducing MDA-7 were next examined for MMP regulation by 

zymography and western blot analysis. Zymography and Western blot analysis showed 
that production of the MMP-2 and -9 proteins was decreased in A549 tumor cells treated 
with Ad-mda7, compared with cells that were treated ?vith PBS or Ad-luc. In H1299 cells 
treated vnth Ad-mda7. a decrease in MMP-2 but not in MMP-9 was observed compared 

15 with cells treated with PBS or Ad-/«c. Results of zymography analysis correlated with 
the results of fee Western blot analysis. Thus Ad-/«rfa7 can modulate MMP expression 
and activity in both p53 wild type and p53 null NSCLC lines. 

5. MDA-7/IL-24 Inhibits Experimental Lung Metastases 

20 M an experimental lung metastasis model using A549 human lung cancer cells in 

nude mice, significantly (F = 0.01) fewer lung tumor nodules formed in mice injected 
with tumor ceUs treated with Ad-mda7 than in mice injected with tumor c^Us treated with 
PBS or Ad-/«c (FIG. 69). hihibition of experimental metastasis correlated with 
histological tissue staining that demonstrated fewer numbers of tumors. 

25 To fiirther confirm that inhibition ofexperimental metastasis was not solely due to 

ceU death, additional in vivo experiments were carried put. Treataient of lung tumor 
bearing animals with DOTAP:Chol-mda7 resulted in significant inhibition {P = 0.001) of 
experimental metastasis compared to mice fliat were untreated or treated with 
DOTAP:Chol-CAT complex (Fig. 70). The ability to inhibit experimaital metastasis is 
30 considered as an indirect correlate of inhibition of migration and mvasion of tumor cells. 
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These results demonstrate that MDA-7 inhibits tumor cell migration and invasion in vivo 
and is in agreement with observed in ^dtro results. 

EXAMPLE 33: LOCAI. AND SYSTEMIC INHIBITION OF LUNG TUMOR 
5 GROWTH AFTER LIPOSOME MEDIATED MDA'7/IL'24 GENE DELIVERY 

Materials and Methods 

1. Materials 

All lipids (DOTAP, cholesterol) were ptirchased from Avanti Polar Lipids 
(Albaster, AL). Ham's/F12 medium and fetal bovine serum (FBS) were pvirchased from 
10 GIBCO-BRL-Life Technologies (New York, NY). Polyclonal rabbit anti-human MDA-7 
antibody was obtained from Introgen Therapeutics, Inc. (Houston, TX) and antimouse 
CD31 from Santa Cruz Biotechnology, fric. ^Palo Alto, CA). 

2. Cell lines and animals 

Human non-small cell lung carcinoma cell line A549 was obtained from 
15 American Type Culture Collection and maintained in Ham's-F12 medium supplemented, 
with 10% FBS, 1% glutamate, and antibiotics. Murine UV2237M cells were obtained 
from Dr. Isaiah J. Fidler (M. D. Anderson Cancer Center) and maintained as described 
elsewhere (Ramesh et al, 2001). Cells were regularly passaged and tested for presence of 
mycoplasma. Four- to six-week-old female BALB/c nude (nu/nu) mice (Harlan-Sprague 
20 Dawley Inc., Indianapolis, I>T) and C3H/Ncr mice (iSfational Cancer Institute, 
Fredericksburg, MD) used in the study were maintained in a pathogen-free environment 
and handled according to institutional guidelines established for animal care and use. 

3. Purification of plasmids 

The plasmids used in the study were cloned in pVax plasmid vector ( Invitrogen, 
25 Carlsbad, CA) and purified as described elsewhere (Templeton et al, 1997; Gaensler et 
air 1999). Briefly, plasmids carrying the bacterial p-galactosidase (Lac-Z), 
chloramphenicol acetyl transferase (CAT), or human mda-7 cDNA, under the control of 
cytomegalovirus (CMV) promoter, were grown under kanamycin selection in the 
Escherichia coli host strain DH5a. Endotoxin levels of purified plasmids were 
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deteraiined by using the chromogenic limulus amdjocyte lysate kinetic assay kit (Kinetic- 
QCL; Biowhittaker, Walkersville, MD). The concentration and purity of the purified 
plasmid DNA's were determined by OD 260/280 ratios. 

4. Synthesis of DOTAP.Chol liposomes and preparation of 
DOTAP:Chol-DNA mixtures 

DOTAP:Chol liposomes were synthesized and extruded through Whatman filters 
(Kent, UK) of decreasing size (1.0, 0.45, 0.2, and 0.1 ^m) as described elsewhere (Chada 
et al. 2003; Templeton et al. 1997). DOTAP:Chol-DNA complexes were prepared fresh 
two to three hours prior to injection in mice. 

5. Particle size analysis. 

Fre^y prepared DOTAP:Caiol-DNA complexes were analyzed for mean particle 
size by using the N4 particle size analyzer (Coulter, Miami, FL). The mean particle size 
of the liposome-DNA complexes ranged between 300 nm and 325 nm. 

6. Effect of DOTAP:ChoI-mda7 complex on subcutaneous tumor 
IS xenografts 

In all the experiments, 5x10* tumor cells (A549) suspended in 100 ^il sterile 
phospate-buffeied saline (PBS) were injected into the right dorsal flank. When the 
tumors reached a size of 4-5 mm^. the animals were randomized into grotq>s and 
treatment was initiated! Tumor-bearing animals were divided into four groups of six 

20 animals. Group 1 received no treatment, group 2 received PBS, group 3 received 
DOTAP:Chol- LacZ compleii (50 ^ig/dose), and group 4 received DOTAP:Chol-;m/a-7 
, complex (50 ng/dose); all treatments were administered intratumorally and were given 
daity for a total of six doses. Animals were anesthetized with methoxyflurane (Sdiering- 
Plough, KenUworth, NJ) for intratumoral injections per institutional guidelmes. Tumor 

25 measuremraits were recorded every otiier day by observers without knowledge of tiie 
treatment groups, and tumor volumes were calculated by using the formula V (mm^) = a x 
b^/2, where "a" is the largest dimraision and 'V is the perpendicular diameter (SaeM et 
al. 2002; Ramesh et al. 2001). Antitumor efficacy data are presented as cumulative 
tumor volumes for all animals in each group to account for both size and number of 
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tumors. Li all experiments, the statistical significance of changes in tumor size was 

determined by ANOVA. 

To test the effect of mda-7 on mouse tumor cells, a syngeneic tumor model was 
utilized. For this purpose, C3H mice were injected subcutaneously with murine 
UV2237m fibrosarcoma cells (1x10^ and divided into three groups (n=8/gronp). When 
the tumor size reached 4-5 mm^ animals received intratumoral treatment as follows: no 
treatment (control). DOTAP:Chol-C^r complex, or DOTAP:Chol-mrfa-7 complex. 
Treatment schedule and analyses of the therapeutic effects were the same as akeady 
described for the A549 tumor model. Experiments were repeated two times for statistical 

analysis and significance. 

7. Measurement of MDA-7, apoptosis, and CD31 

Subcutaneous A549 or UV2237m tumors estabHshed in nu/nu or C3H mice 
respectively were harvested and fixed in 4% buffered foraialin, embedded in parafBn, and 
cut in 4-pm sections. Tissue sections were immunostained for MDA-7 transgene 
expression as described elsewhere (Saeki et al, 2002; Ramesh et al, 2003). The tumor 
cells staining positive for MDA-7 were analyzed under bright-field microscopy and 
quantitated by observers mthout knowledge of the treatment groups. At least five fields 
per specimen were analyzed. To determine the fate of tumor cells foUoAving treatment, 
sections of tumors were stained for apoptotic cell death with terminal deoxynucleotide 
transferase (Tdt) Mt (Boehringer Mamiheim, hidianapohs, IN) and counterstained with 
methylene blue or methyl green as described previously (Saeki e^ ai, 2002; Ramesh et 
a/., .2001). In all staining procedures, ^ropriate negative controls were mcluded. For 
CD-31 staining, tissues w«re stained wifli anti-CD31 antibody as described (Saeki et al, 
2002; Ramesh et al, 2003). 

8. Tumor characterfetics after treatment 

To determine the therapeutic effects of the mda-7 gene, tumors were harvested 
from mice after the last treatment and subjected to hiq)athologic evaluation. Analysis 
was done by a pathologist without knowledge of the treatment groups. 
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9. Effect of DOTAPrChol-mda? complex on experimental lung 
metastasis 

To test the effect of DOTAP:ChoW«d<i-7 complex on lung metastases, female 
nude mice were injected via tail vein with 10* A549 tumor cells suspended in 100 pi of 

5 sterile PBS. Six days later, the mice were divided into three groups and treated as 
follows: no treatment (group 1). DOTAPrChol- CAT complex (group 2), and 
DOTAP:Chol-mi/a-7 complex (group 3). There were eight mice in each group. All 
treatments comprised 50 pg liposome-DNA complex and were administered daily via tail 
vein using a 27-gauge needle for a total of six doses. Three weeks following the last 

10 dose, animals were euthanized by CO2 inhalation. The lungs of each mouse were injected 
intratracheally with India ink and fixed in Feketes solution (Ramesh et al, 2003). The 
therapeutic effects of systemic mda-7 gene treatment were determined by counting the 
number of metastatic tumors in each lung under a dissecting microscppe, by an observer 
without knowledge of the treatment groups. The data were analyzed, and differences 

15 among groups were interpreted as statistically significant if the P value was <0.05 by the 
Mann-Whitney rank-sum test. 

As a syngeneic lung tumor model, C3H mice were injected with murine 
UV2237m fibrosarcoma cells (1x10^ and divided into three groups (n=7/group). Six days 
after injection, animals were treated as follows: no treatment, DOTAP:Chol-G4r 

20 complex, or DOTAP:Chol-7nJa-7complex. Treatment schedule and analyses of 
ther^eutic effect were the same as ahready described for the A549 models. Experiments 
were performed two times for statistical significance. 
Results 

1. In vitro transfection of tumor cells with DOTAP:Chol-/;«/a-7 complex 
25 The ability of DOTAPrChol liposomes to deliver plasmid DNA into human 

(A549) and mouse (UV2237m) tumor cells by using expression piasmids encoding the 
human MDA-7/IL-24 jffotein was investigated. Transfection with DOTAP:Chol 
liposomes complexed with mda-7 plasmid DNA resulted in expression of exogenous 
MDA-7 protein in both A549 and UV2237m tumor cells at 24 and 48 h. MDA-7 
30 expression was not observed in PBS treated control cells. Analysis of tissue culture 
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supernatant from DOTAP:Chol-mda-7 transfected A549 and UV2237m cells showed 
secreted MDA-7 protein at 48 h but not at 24 h. Detection of secreted MDA-7 protem at 
48 h is unlike that observed in Ad-mda7 treated cells where secreted MDA-7 protem ,s 
detectable at 24 h (Mhashilkar et al, 2001). This suggests that the transgenic MDA-7 
expression achieved using DOTAP:Chol. liposome is less than that obtained with Ad- 
mda7. Secreted MDA-7 protein was not observed in PBS treated cells. TTius 
DarAP:Chol liposomes could effectively deliver mda-7 DliA to tumor cells resulting m 
intraceUular and secreted transgenic MDA-7 production albeit less than Ad-mda7. 
^ 2. MDA-7 inhibits subcutaneous tumor growth 

The abiUty of the DOTAPiChol-mrfa-Z complex to suppress the growdi of A549 
human hmg subcutaneous tumors was evaluated in nu/nu mice. Treatment of tumor- 
bearing mice with the DOTAP:Chol-«.^-7 complex via the intratumoral route 
significantly inhibited tumor growth (i> = 0.001) as compared with tumor growth m 
a^als that were untreated, treated with PBS. or treated with DOTAP:Chol-XacZ 
comple:. (FIG. 71A). Histopathological analysis of the tumors revealed no sigmficant 
changes in the tumor infiltrating ceUs among the various treatment groups. 

The therapeutic effects of the mda-? gene on subcutaneous murine tumors in C3H 
mice were next evaluated. Mice bearing UV223M tumors were divided into three 
groups: one receiving no treatment, a second receiving treatment with DOTAP:Chol-C^r 
> complex,Bndathirdrecdvingtreatm^twiththeDOTAP:ChoWa-7compfe^ Gro^Mh 
of UV2237m tumors was significantly inhibited (P = 0.01; Fig. 71B) in mice treated with 
intratumoral administration of the DOTAP:Chol-i»Ja-7 complex when compared with 
tumor growfli in the two control gmvps. 

To demonstrate that the observed tumor-suppresave effects was due to ««fa-7 
:5 gene expression, subcutaneous A549 and UV2237m tumors obtained at 48 hours after 
injection were subjected to immunohistochemical analysis for MDA-7 protein expression. 
MDA-7 protein expression was seen in 18% and 13% of A549 and UV223m tumors 
respectively that were treated with the DOTAP:Chol-mrfa-7 complex (P - 0.001; Fig. 
71C), a significantly higher number than in the animals that were not treated, treated with 
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PBS, treated with DOTAP:Chol LacZ or treated with DOTAP:Chol-C4r complex. Some 
level of non-specific staining was observed in A549 tumors that were treated with 
D0TAP:Chol-C4r complex. Analysis of the pattern of MDA-7 expression revealed 
intense intracellular staining in addition to a more diffuse staining pattem that appeared to 
5 be extracellular. This pattem of staining was observed in both human tumor xenografts 
and murine syngeneic tumors.. 

3. Apoptotic ceiB death in lung tumors treated with DOTAP:ChoI-»f</a-7 
complex 

To deteraiine the fate of tumor cells after treatment with the DOTAP:Chol-/wA2-7 
10 complex, subcutaneous tumors (A549, UV2237m) from nu/nu mice and C3H mice were 
analyzed for apoptotic cell death as previously described Saeki et aU 2002). A significant 
(i> = 0.001) level of TUNEL positive cells (13% A549, and 9% UV2237m) indicative of 
apoptotic cell death was observed in tumors treated with DOTAP:Chol-77iJa-7 compared 
to tumors from control animals that were untreated, treated with PBS, treated with 
15 DOTAP:Chol-G4r or treated with DOTAP:Chol-LflcZ (Fig. 72). 

4. Reduced CI>31-positive staining in tang tumors treated with 
DOTAP:ChoI-wiifo-7 complex 

To determine the effect of mda-J treatment on tumor vascularization, tumor 
tissues were subjected to CD31 staining as previously described (Saeki et al, 2002; 
20 Ramesh et al., 2003). Levels of CD31-positive staining was significantly (F = 0.01) 
reduced in DOTAPiChoUndaJ treated A549 (10%) and UV2237m (5.S%) tumor tissues 
compared to tumor tissues obtained from untreated^ PBS-treated, DOTAP:Chol-£acZ 
complex treated, and DOTAP:Chol-Cytr- treated mice (Fig. 73). Reduced CD31 staining 
is indicative of reduced vascularization. 

25 5* MDA*-7 inhibits experimental lung metastases 

The activity of DOTAP:Chol-mda-7 complex was next investigated in an 
experimental lung metastases model usmg human A549 lung cancer cells or mouse 
UV227m cells. Ihtiavenous delivery of tumor cells results in rapid tumor seeding of 
lungs, and animals succumb to overwhelming lung tumor burden after 30 days. Systemic 
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treatment of A549 and UV2237m lung tumor-bearing nude or C3H mice with 
DOTAP:Chol-//tt&-7 complex resulted in a significantly (P < 0.05) lower number of lung 
metastases than treatment with PBS or DOTAP:Chol-C4r complex (Fig. 74). fa 
UV2237m mice, treatment with DOTAP:Chol-G4r complex resulted in a significant 
reduction in the number of tumor nodules when compared to those treated with PBS 
suggesting some non-specific antitumor activity (Fig. 74). Fiirthermore, the treatment was 
well tolerated with no treatment related toxicity observed as evidenced by lack of 
moibidity and mortality. 

EXAMPLE 34: COMBTNATT QN THERAPY OF AD-MDA7 Alvn 
TRASTUZITMA B INCREASES CELL DEATH IN HER..2/NF.TT- 
OVEREXPRFSSTlVr ; BREAST CANCER CELI.S 

Materials and Methods 

1. CeU lines 

SKBr3 and MCF-7 breast cancer cells were obtained fi-om American Type Culture 
CoDection. MCF-7-Her-18 cells were a gift fi^om Dr. Mien-Chie Hung. The cells were 
maintained in high glucose DMEM media supplemented with 10% fetal bovine serum, 
10-mmol/L glutamine, 100-U/ml penicillin, and 100 ^g/ml streptomycin (GIBCO 
Invitrogen Coiporation, Grand island, NY) at 37°C and 5% CQz. 

2. Adraovirus Transduction 

The recombinant adenovirus vectors carrying the mda-7 gene (Ad-mda7) and the 
luciferase reporter gene (Ad-Luc) were obtained flom hitrogai Therapeutics (hitrogen 
Therapeutics, Houston, TX). 6 x 10* tumor cells were transduced with Ad-mda7 and Ad- 
Luc at an MOI of 2500 viral particles (vp) pa: cell. The dose of vector was selected to 
ensure >70% transduction efBciency. Hercq>tin was introduced into the cultures at a 
dose of 5 |ig/ml. 

3. Western Blot 

Cells were lysed and protein concentration detemiined using the BioRad Assay 
(Bio Rad laboratories, Hercules, Ca). Lysates were analyzed by western blot analysis 
using a 10% SDS gel. Lanes were loaded with 30-50 Mg of protein and electrophoresed 
for 2 hrs at 90 V. Gels were transferred to a nitrocellulose membrane that was blocked 
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with 1% dry milk and incubated with primaiy antibodies (jS-catenin, Akt and p-Akt; Santa 
Cruz Biotechnology, Inc., Santa Cruz, Ca) overnight at 4°C. Membranes were washed 
and incubated with secondary antibody for 1 hr at room temperature. Membranes were 
developed and protein . signals detected using enhanced chemiluminescence (ECL) - 
5 western blotting detection reagents (Amersham Biosciences, Buckinghanishire, England). 
Membranes were incubated with antibody against B-actiri (Santa Cruz) to assess equal 
protein loading. Results were subjected to densitometry. 

4. Animals Studies 

The nude mice were obtained from Charles River Laboratories (Wilmington, 
10 MA). Estrogen pellets were injected in the posterior cervical region at a dose of 0.5 mg. 
Two days later, MCF-7-Her-18 cells were injected into the thoracic mammary fat pad at a 
density of 5 x 10^ cells per mouse. When the tumors reached 100 mm^ in size, the mice 
were divided into six treatment groiqjs: Phosphate buffered saline (PBS), Ad-Luc alone, 
Ad-mda7 alone, Herceptin alone, Ad-Luc + Hercq)tin, and Ad-mda7 + Herceptin. The 
15 viral vectors were injected directly into the tumor at a dose of 2 x 1 0^® viral particles once 
per week for three weeks. Hercq)tin was delivered by intraperitoneal injection at a dose 
of 1 10 p.g per animal, twice weekly for three weeks. The tumor size was measured and 
recorded twice a week until sacrifice. 

5. Statistical Analysis 

20 The data reported in the figures represent the means of three independent 

experiments with standard deviations. Differences in size of the tumors were analyzed for 
significance by the student t test The densitometry of thq Westerns was also analyzed for 
significance by the student t test 

25 Results 

1. Ad-mda7 treatment inhibits growth of breast cancer cells 

Breast cancer cell lines SKBr3 (Her2+) and MCF-7 (Her2-) were treated with Ad- 
mda7 or Ad-luc and cell viability was assessed. As shown in FIG. 1, Ad-mda7 inhibits 
groAvth of both Her2+ and Her2- breast cell lines, indicating that MDA-7 mediated killing 
30 is independent of Her2 status. This result was confirmed in additional Her2+ and Her2- 
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breast tumor lines. To evaluate the effect of combinuig Herceptin with Ad-mda?, the 
same cell lines were treated with Herceptin alone, or in combination with Ad-mda7 or 
Ad-luc. Herceptin induced killing of Her2+ SKBr3 breast tumor cells, but not Her2- 
MCF-7 cells. When combined witti low doses of Herceptin, the cytolytic activity of Ad- 
mda? was greatly enhanced only in Her2+ cells, and results in supra-additive killing. In 
contrast, in Her2- cells, there was no significant difference in cytotoxicity provided by 
Herceptin. When Ad-luc was combined with Herceptin, the effects were comparable to 
Herceptin alone. Further studies on these and additional breast cell lines indicated that 
the enhanced cytolytic activity observed in FIG. 1 is due to iacreased apoptosis induction 
in Her2+ cells treated with the combination of Ad-mda7 + Herceptin. 

The mechanism of Herceptin synergy with Ad-mda? was evaluated and also the 
combinatorial synergy in a xenograft model. Unfortunately, the Her2+ cell line discussed 
in the previous paragraph does not fomi tumors in nude mice and thus we modified 
model systems to take advantage of the MCF-?-Her-18 cell line. This cell line was 
derived firom Her2- MCF-? cells into which a Her-2/neu expression vector was stably 
transfected- 

2, Ad-mda? decreases levels of P-catenin, Akt and p-Akt 
Ad-mda? treatment of breast and lung cancer cell lines decreases expression of 
Akt and p-Akt^. It has also been shown that P-catenin is negatively regulated by Ad- 
mda?. To mvestigate whether Hercq>tin in addition to Ad-mda? will cause a greater 
decrease in flie levels of P-catenin, Akt, and p-Akt, MCF-?-Her-18 cells were transduced 
with Ad-mda? or Ad-luc individually or in combination with Herceptin. Decreased levels 
of Akt, p-Akt, and P-catemn were noted after being transfected with 2500 vp/cell Ad- 
mda?. There is a greater decrease in the steady-state levels of all three proteins when the 
cells are treated with the combination of Ad-mda? + Herceptin. Western blot analysis 
showed decreased expression of Akt in MCF-?-Her 18 cells after being transfected with 
Ad-mda? and Herceptin. Decreased protein expression was observed with Ad-mda? and 
Herceptin, in contrast to PBS. However, the combination of Herceptin + Ad-mda? 
showed a more significant decrease in contrast to either Ad-mda-? or Herceptin alone 
(p<0.05). The control adenoviral luciferase vector showed little or no decrease in protein 
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levels of Akt. Likewise, the Western blot analysis of p-Akt showed similar results. The p- 
Akt protein level after treatment with Ad-mda-7 and H©rcq)tin was significantly less than 
both PBS and Ad-luc. Compared to the Ad-mda7 + Herceptin mediated inhibition of Akt, 
the combination of Herceptin + Ad-mda-7 showed an even greater reduction in p-Akt. 
Another Westem blot analysis of /?-catenin revealed that the combination therapy of 
Herceptin + Ad-mda-7 led to a greater decrease in expression of /3-catenin in contrast to 
Ad-mda7 or Herceptin alone. 

3* Ad-mda7 + Herceptin inhibits tumor growth in nude mice 
Nude mice bearing subcutaneous tumors produced from MCF-7-Her-18 cells were 
injected intratumorally with Ad-mda7 or Ad-Luc when the tumors reached lOQmm^ and 
Herceptin was delivered systemically by intraperitoneal injection. The tumors that were 
treated with PBS or Ad-Luc continued to increase in size, while the tumors injected with 
Ad-mda7 alone or Herceptin + Ad-mda7 showed significant inhibition of growth 
compared to the controls. Note that treatment of all the groups of animals started when 
tumors reached approximately 100 mm"^. The groA^^ rate of PBS and Ad-luc treated 
tumors was comparable. However^ it is clear firom the kinetic analysis shown in FIG. 5 
that the growth rate of tumors treated with Ad-mda7 or Herceptin slowed considerably. 
Tumors treated with Herceptin and Ad-Luc + Herceptin showed very similar growth 
patterns, confirming the lack of anti-tumor effect of Ad-Luc. Tumors treated with Ad- 
mda7 monotherapy exhibited somewhat greater growth inhibition than that attained with 
Hercq>tin monother^y. However, the combination of Ad-mda7 + Herceptin 
demonstrated enhanced activity and near-complete growth suppression for at least 15 
days, after which tumors appear to grow slowly, A commonly used surrogate for growth 
rate is time to tumor doubling. For PBS and Ad-Luc controls, this would occur at day 5 
and 11 respectively. Herceptin and Ad-Luc + Herceptin treated tumors doubled by day 
16 and 14, respectively. The tumors treated with Ad-mda7 doubled in size by 
q>proxunately day 21, whereas the combination of Ad-mda7 + Herceptin resulted in 
tumor doubling times of greater than 28 days. 
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4- Increased apoptosis in HER2/NEU overexpressing breast cancer cells 
by combination therapy of Ad-mda? and herceptin 

The MCF-7 breast cancer cell line overexpressing HER-2/neu (MCF/HER2-18) 
was transduced with Ad-mda7, herceptin, control adenoviral luciferase vectors (Ad-Luc) 
5 and the combination of herceptin with Ad-mda7 and Ad-Luc, respectively. Cell viability 
was evaluated with a colorimetric (MTT) assay, and apoptosis with fluorescence- 
activated cell sorting analysis (FACS). Bcl-2 and PAKP expression were evaluated by 
western blot. 

The combination of Ad-mda? and herceptin in MCF/EBER2- 18 cells resulted in a 

10 sharp decrease in growth when compared to herceptin or Ad-mda? alone demonstrated by 

the MTT assay (P<0.01 ANOVA). Li addition, FACS analysis showed significant 

apoptotic cell death with this combination therapy* Apoptosis was confirmed by PARP 

cleavage and decreased Bcl-2 expression on westem blot analysis. 

EXAMPLE 35: MDA-7 PHYSICALLY ASSOCIATES WITH THE DOUBLE 
15 STRANDED RNA ACTIVATED PROTEIN KINASE PKR 

Materials and Methods 

1. Cell lines and Reagents 

A549 (wt p53) and H1299 (p53 null) human lung cancer cell lines were obtained 
fi^om the American Type Culture Collection have been previously described (Pataer et al., 

20 2002). PKR+/+ and PKR-/- cells obtained firom Dr. Glen N Barber (University of Kliami 
School of Medicine). PKR-f/+ and PKR-/- cells were maintained in Dulbecco's modified 
Eagle's medium (DMEM) containing 10% fetal bovine serum^ 10 mM glutamine, 100. 
units/ml penicillin, 100 pg/ml streptomycin (Life Technologies, Inc., Grand Island, NY) 
in a 5% CO2 atmosphere at ST^'C. Cycloheximide (CHX) was obtained from Sigma 

25 Chemical Co. (St. Louis, MO). Recombinant MDA-7 protein was obtained from hitrogen 
Therapeutics (Houston, TX). 

2, Adenovirus Production 

Constructions of the Ad-mda7, Ad-bak, Ad-lacZ and Ad-Luc vectors have been 
previously reported (Pataer a/., 2002). The transduction e£Gciencies of adenoviral 
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vectors in various cancer cell lines were determined by infecting cells with Ad-LacZ and 
then detennining the titers needed to transduce at least 70% of the cells. 

3. Flow cytometry analysis 

The number of apoptotic cells was measured by propidiiun iodide staining and 
5 FACS analysis. Cells were harvested, pelleted by centrifugation and resuspended in 
phosphate-buffered saline containing 50 jig/ml propidium iodide, 0.1% Triton X-100, and 
0.1% sodium citrate. Samples were stored at A^'C for 1-3 hours and vortexed prior to 
FACS analysis (Becton-Dickenson FACScan, Mountain View, CA; FL-3 channel). 

4. Real-time PGR 

10 RT-PCR was carried out using the Thennoscript RT-PCR system kit according to 

the instructions provided by the manufacturer (Life Technologies, Gaithersburg, MD, 
USA). Total RNA was isolated according to the protocol for TRIzol extraction (Life 
Technologies), and 1 fig of each sample was reverse-transcribed to complCTnentary DNA 
(cDNA) by a reaction containing 2 mM deoxynucleotide mix, 100 mM DTT, 40 units of 

15 RNas^ inhibitor, 50 ng of random primer, and 15 units of Thennoscript reverse 
transcriptase. Real-time PGR was performed using the protocol reportered previously 
(Vorburger et aL, 2002). 

5. Western blot analysis 

48 h after transfection, cell extracts were prepared and immunoblot assays 
20 performed as described (Pataer et al^ 2002) using the antibodies indicated. The foUo^^dng 
antibodies were used: monoclonal antibody to p53 was purchased from PharMingen (San 
Diego, CA). Anti-PKR (K-17), anti-p-actin, anti-stat3 (F-2) and phospho-specific anti- 
stat3 (B-7) antibodies were from Santa Cruz Biotechnology (Santa Cruz, CA). The 
polyclonal or monoclonal antibody to MDA-7 was obtained from Ihtrogen Therapeutics 
25 Inc (Houston, TX). 

6. Co-Immnnoprecipitation Analysis 

Cells wore treated with Ad-mda7 or Ad-Luc. for 48 hrs, and then lysed in KBPA 
buffer (1 X PBS, 1% Nonidet P-40, 0.5% Sodium deoxycholate, 0.1% SDS). 500 \x\ cell 
lysate were incubated with 20 ^1 protem A/G Agarose at 4*'C for 30 minutes. Primary 
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antibody was added to pre-cleared cell extracts and incubated with gentle rocking 
overnight at 4 ^^C. Protein A/G agarose was added to the mix and incubated for 4 hrs. 
Pellet beads by centrifugation at 2500 ipm for 5 min at 4**C. Pellet washed 4 times with 1 
ml of RIPA buffer. After the last wash, 50 \xl of IX SDS-PAGE sample buffer added to 
5 beads. The mixture was vortexed, then boiled for 5 min. Mixture was centrifiiged at 2500 
rpm for 1 min before the supernatant was loaded on gel. 

7. Cellular Localization studies 

A549 and H1299 cells (5x10"* cells/well) w^e grown on chamber slides until 70% 
confluence and then transfected with Ad-luc, Ad-mda7, or PBS. Forty-eight hours later, 

10 cells were washed with PBS and fixed with freshly made 4% paraformaldehyde^BS for 
15 minutes. Cells were then pameabilized for 20 min at 4°C with 0.2% Triton X-100 and 
blocked one hour with 1% normal goat serum. Rabbit polyclonal anti-PKR (K-17) and 
mouse monoclonal anti-MDA-7 were incubated overnight at 4'^C and developed with 
rhodamine or fluorescein-5-isothiocyanate secondary antibodies for 30 min at 37°C. 

15 Cells were then visualized under the fluorescence microscope and further evaluated by 
confocal microscopy. 

8. Statistical analysis 

The data reported represent the mean of three or independent experiments and the 
bars show the standard deviation (SD). 
20 Results 

1* Ad-iiida7 induces; apoptosis and FICR inductioB on hnmaa lung 
cancer cells 

Flow cytometric analysis of ^optosis was performed on the A549 (wt p53) and 
H1299 (null p53) human lung cancer cells at 48 hrs following infection with Ad-mda7, 
25 Ad-luc and PBS. Compared wifli Ad-luc and PBS, Ad-mda7 resulted in high levels of 
apoptosis in both A549 and H1299 human lung cancer cells. To determine if Ad-mda7 
could induce PKR induction in vitro, Ad-mda7 treated A549 cells were evaluated by 
Westem blot analysis. Ad~mda7 treatment resulted in a dose dependent induction of PKR 
on A549 cells. Even low levels of Ad-mda7 (500 vp/cell; 25 pfu/cell) caused PKR 
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induction, however PKR levels continued to increase with Ad-mda7 dose. Similar PKR 
induction was seen in HI 299 cells. 

2. Intracellular MDA-7 protein plays an important role in Ad-mda?- 
induced cell death 

5 Recent studies have shown that Ad-mda? transduced cells secrete a soluble form 

of MDA-7 protein that may trigger a bystander killing effect on neigjiboring non- 
transduced cancer cells (Mhashilkar et al, 2001). Ad-mda7 transduced cell lysates show 
an immunoreactive doublet of MDA-7 bands at approximately 30 and 23 kD, whereas the 
supernatant sample showed a novel protein band at approximately 40 kD (Mhashilkar et 

10 fl/., 2001). Therefore the anti-timior effects of secreted MDA-7 on A549 (wt p53) and 
HI 299 (null p53) human lung cancer cells was evaluated. MDA-7 secreted protein did 
not induce cell growth inhibition or cell death on A549 or HI 299 lung cancer cell lines. 
In contrast, Ad-mda7 treatment resulted in cell growth inhibition and concomitant 
apoptosis on both lung cancer cell lines. To determine if MDA-7 secreted protein could 

15 induce PKR induction in vitro, MDA-7 protein treated cells were evaluated by Westem 
blot analysis. MDA-7 secreted protein did not induce PKR in A549 cells. In contrast, Ad- 
mda7 treated A549 cells induced robust expression PKR and phosphorylation of Stat3. 

3. MDA-7 physically interacts with the dsRNA-dependent Protein 
ICinase PIOl 

20 Immunofluorescence staining and confocal laser-scanning microscopy were used 

to examine the subcellular localization of both MDA-7 and PKR proteins in A549 and 
H1299 cells. Previous studies have shown that PKR is localized in the cytosol and 
nucleus (Taylor et al., 1999). Immunofluorescence studies showed MDA-7 protein 
distribution is predominantly cytoplasmic. MDA-7 induced endogaious PKR protein, and 

25 also colocalized with PKR in both NSCLC cell lines. 

Several dsRNA-binding proteins, including cellidar proteins such as NE^O 
(Nuclear factor 90) and PACT (protein activator of PKR), and viral proteins TRBP (TAR 
RNA binding protein), and vaccinia virus E3L protein, interact with PKR (Yin et a/., 
2003). Whether MDA-7 protein can physically interact with PKR was tested in A549 and 

30 H1299 cells. PKR proteins were immunoprecipitated from PBS, Ad-luc and Ad-mda7 
treated lysates using anti-PKR antibody and the samples were analyzed by 
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iminmioblotting with the antibodies against MDA-7. Anti-PKR antibodies did not 
immunoprecipitate MDA-7 protein in the PBS or Ad-Iuc treated cells. In contrast, in Ad- 
mda? transduced cells , MDA-7 could be immunoprecipitated with antibodies against 
PKR. One major MDA-7- immunoreactive band was recognized by MDA-7 antibody. To 
confirm the protein-protein interaction, the reciprocal experiment was performed When 
PBS, Ad-luc and Ad-mda7 treated cell lysate was immunoprecipitated with an antibody 
agamst MDA-7, PKR could be detected only in Ad-mda7 treated cell lystates. 
Coimmunoprecipitation studies showed that MDA-7, like TRBP, PACT, NF90 and E3L. 
can physically intwact with the dsKNA-dependent protein kinase PKR. 

4. Role of the PKR protein in the Ad-mda7-indaced cell death 
To evaluate the contribution of PKR induction to Ad-mda7-mduced cell death, 
isogenic PKR deficient ceU lines (PKR+/+ and PKR-/-) were utilized. Despite adequate 
transduction and expression of MDA-7 protein in both PKR null (-/-) and wild-type PKR 
cell lines, only the wild-type PKR (+/+) cell line underwent cell death following Ad- 
mda7 treatment suggesting that Ad-mda7 induced ceU kilKng was dependent on PKR. As 
expected, Ad-mda7 induced PKR induction on PKR+/+ cell lines. Unlike Ad-mda7, Ad- 
Bak mediated cell killing was not dependent on PKR genomic status with ceU death 
occurring in both PKR null and wild type PKR cell lines, hnmunoprecipitation assays, 
were then perfonned to detect phosphorylated forms of MDA-7 and PKR by using 
PKR+/+ and PKR-/- cell lines. The phosphorylated form of MDA-7 and PKR could only 
be detected in PKR+/+ cells, but not on PKR-/- cells. Both PKR and MDA-7 proteins 
were phosphorylated at threonine and serine sites in Ad-mda7 transduced ceUs. No 
tyrosine phosphorylation of MDA-7 or PKR proteins could be detected in Ad-mda7 
transduced cells. 

EXAMPljE36: RECOMBINANT HUMAN MDA-7/n^24 PROTEIN 
SUPPRESSES THE EXPR ESSION OF PROTEINS mVOLVED IN DNA REPAIR 
AND TNHTKTTION OF AP OPTOSIS IN ENDOTHELIAL CELLS ~" 

Recombinant MDA-7/IL-24 protein suppresses the growfli of and radiosensitizes 
human endothelial cells in vitro. 
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To assess the molecular effects of MDA-7/IL-24 protein that might mediate a 
restoration of apoptosis and radiosensitization, human imibilical vein endothelial cells 
(HUVECs) were treated with 10 ng/ml of MDA>7/IL-24 protein for 12 hrs and the cells 
analyzed by Western blot. Activation of pSTAT3 and pATF but a reduction in pAKT and 
5 p-p38 were observed. Protein levels of Bcl-xL and survivin, proteins involved in 
apoptosis, were also suppressed. Also observed were downregulation of Ku70 and 
XRCC4, proteins involved in repair of radiation-induced DNA damage, and suppression 
of IL-8, a protein involved in angiogenesis, following treatment with MDA-7/IL-24. The 
' levels of many other proteins, Le,. Bax, p21, p27, and p53, remained constant in these 
10 treatments. 

To test whether the changes in protein expression following MDA-7/IL-24 
treatment in HUVECs are due to the suppression of transcription of the genes that code 
for these proteins, ErtJVECs treated with MDA-7/IL-24 were analyzed by RPA analj^is. 
The results suggested that MDA-7/IL-24 treatment of HUVECs affected the transcription 

15 of several genes whose protein products are critically involved in repair of radiation- 
induced DNA damage. Therefore, MDA-7/IL-24 protein may initiate a signaling cascade 
that leads to changes in gene transcription. These in tum lead to a suppressed expression 
of proteins involved in DNA repair. Even though the individual changes in these proteins 
are relatively small, several critical repair proteins are suppressed and together they may 

20 negatively affect DNA rq>air capacity leading to radiosensitization. 

E:?LARgFLE 37: im^OLWMEOT OF PEMK IN HUBfAN BIBA-7/IIL->24 
MEDIATED INHmmON OF MURINE TURIOR CELL GROWTH 

The mechanism of MDA-7 mediated tumor-suppressive activity varies among 
tumor cell types, with PKR, p38MAPK, and pJNK ideatijQed as the major pathwa>^ for 
25 inducing apoptosis. 

In the present study it was investigated whether MDA-7/IL-24 could exert a 
similar inhibitory activity on murine tumor cells. Treatment of murine fibrosarcoma 
(UV2237m, and MCA-16) with an adenoviral vector carrying the mda-7/IL-24 gene (Ad- 
mda7; 10,000 vp/cell) resulted in exogenous expression of MDA-7/IL-24 protein and in a 
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significant (P = 0.001) ^owth inhibition at G2IM. phase when compared to cells that 
were treated with PBS or treated with Ad-luc (vector control). In contrast, no growth 
inhibitory effects were observed in normal murine fibroblast (lOTl/2) cells when treated 
with Ad-mda7. Studies investigating the mechanisms of growth inhibition and apoptosis 
5 revealed that in murine tumor cells unlike in human cells activation of PKR, p38MAPK, 
and pJNK was not observed. In contrast, activation of PERK and its downstream targets, 
elF2-a, and caspase-12, was observed that subsequently resulted in caspase-9, caspase-3 

activation, and PARP cleavage. 

Additionally, treatment of UV2237m tumors estabhshed subcutaneously in 
10 sygeneic C3H/Ncr mice with the mda-7/IL-24 gene encapsulated in a DOTAPxholesterol 
(DOTAP:Chol) liposomal vector resulted in significant growth inhibition compared to 
tumors that were treated with PBS or treated with a control plasmid encapsulated in 
DOTAP:ChoL liposome. Animals were treated by inttatumoral injection three-times a 
week (50 ^g DNA/dose) for 3-weeks. Additionally, complete regression was observed in 
40% of the animals treated with mda-7/IL-24. These results show that human MDA- 
7/IL-24 can inhibit growth of murine tumors both in vitro and in vivo and via the PERK 
pathway. 

EXAMPLE 38: ADENOVIR AT^MEDIATF -B IVTOA-? EXPRESSION 
STTTPRESSES DNA RFPATR CAPACTTY AND RAmOSENSm^S N^ 
SM AT .1 . CELT . t lTNG CANCER CELLS 
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Materials and methods 

1. Cell culture 

The human non-small cell lung cancer (NSCLC) cell hne. A549, nomial human 
lung fibroblast cell line (NHLF), CCD-16, and human gUoma ceU lines, M059J and 
M059K, were obtained from the American Type Culture Collection (ATCC). All cell 
lines were maintained as specified by ATCC. 

2. AdeBoviral Vectors and Gene Delivery 

Ad-mda7, Ad-Luc, and Ad-/3-gal were all obtained fix>m Introgen Therapeutics, 
Inc. (Houston, TX, USA). Ad-Luc was used as a control vector, and Ad-^gal was used 
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as a reporter vector. The vectors were tested for the presence and determined to be free of 
replication-competent adenovirus and mycoplasma. Forty-eight hours after plating, cells 
were incubated for 1 h with a purified vector in 1 ml of medium without serum. After 
incubation, fresh medium supplemented with 10% fetal bovine serum was added to each 
flask. Serum-free inedium was used in a protocol that was identical except for the 
inclusion of a vector for mock transfection. Cell numbers for multiplicity of infection 
calculations were determined by counting the cells in an untreated flask. 
3. Nuclear protein extract 

Cells were rinsed twice with ice cold phosphate-bufTered saline, harvested with a 
cell server, and c^trifuged at 500 x g for 10 min at 4°C. The cell pellet was then 
resuspended in 400 |il of cold lysis buffer (10.0 mM HEPES, pH 7.9, 10.0 mM KCI, 0.1 
mM ethylenediaminetetraacetic acid, 0.1 mM egtazic acid, 1.0 mM dithiothreitol, 2.0 
fig/ml leupeptin, 2.0 |xg/ml aprotinin, 0.5 mM phenylmethylsulfonyl fluoride) and 
incubated on ice for 10 min; afterwards, 12.5 fil of 10% NP-40 was added, and the 
mixture was vortexed for 5 s. Next, the Ij'sate was centrifuged at 500 x g for 5 min at 4^C 
and the supernatant was removed and stored as a cytosolic extract. The pellet was 
resuspended in 30 ^xl of extraction buffer (20.0 mM HEPES, pH 7.9, 400.0 mM NaCl, 1.0 
mM ethylenediaminetetraacetic, acid, 1.0 mM egtazic acid, 1.0 mM dithiotfireitol, 2.0 
|ig/ml leupeptin, 2.0 ^g/ml s^rotinin, 0.5 mM phenylmethylsulfonyl fluoride), mixed 
thoroughly, and incubated on ice for 30 min. The pellet was them vortexed everj'^ 10 min. 
After 30 min, the extract was centrifuged for 10 min at maximum speed in a 
microcentrifuge. The supernatant was designated as a nuclear extract, aliquoted, and 
stored at -70 C. The amoimt of nuclear protein obtained was determined using the Bio- 
Rad Protein Assay (Bio-Rad Laboratories, Richmond, CA, USA) in accordance with the 
manufacture's instructions and using bovine serum albumin as a protein standard. 
4. Antibodies 

Rabbit polyclonal antibodies against DNA-PKcs and XRCC4 were purchased 
from GeneTex (San Antonio, TX, USA). Goat polyclonal antibodies against Ku70 and 
j^actin were purchased from Santa Cruz Biotechnology (Santa Cruz, CA, USA). A 
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mouse monoclonal antibody against Ku86, clone Kul5, was purchased from Sigma- 
Aldrich (St. Louis, MO, USA). A rabbit polyclonal antibody against DNA ligase IV was 
purchased from Serotec (Raleigh, NC, USA). 

5. Western blot analysis 

Equal amounts of nuclear protein were separated by via sodiimi dodecyl sulfate- 
polyacrylamide gel electrophoresis (8%-12% polyacrylamide with a 4% stacking gel) and 
then transferred to hnmobilon-P membranes (Millipore, Bedford, MA, USA). Nonfat dry 
milk, 5%, in TBS-T (TBS with 0.05% Tween-20) was used as a blocking solution, while 
TBS-T alone was used as a washing buffer. The membranes were treated with primary 
antibodies in a blocking solution at 4*C overnight and with secondary antibodies in a 
blocking solution at room temperature for 1 h. The results were visualized with enhanced 
chemiluminescence (Amersham, Arlington Heights, IL, USA) according to the 
manufacturer's protocol. 

6. RNase protection assay 

Cells were transfected with either Ad-mda7 or Ad-Luc. After 48 h of incubation, 
RNA was extracted using TRIzol Reagent (Invitrogen, Carlsbad, CA, USA). Probes were 
labeled with ^^P-UTP and hybridized with the isolated RNA. The probe set used was 
hDSBR-2 (Pharmingen, San Diego, CA, USA). The housekeeping genes L32 and 
GAPDH^ were used for sample normalization. After RNase digestion, the protected 
fragments were separated via polyacrylamide gel electrophoresis. All of the steps were 
performed according to the manufacturer's reconmiendations. 

7. DNA DSB repair assay 

Assay of DNA DSB repair activity following exposure to ionizing radiation was 
performed as described previously (Kurimasa et aL, 1999; Story et al^ 1994). Briefly, 48 
h after vector treatment, cells wore irradiated on ice using a '^^Cs unit (3.5 Gy/min), 
receiving a cumulative dose of 40 Gy. Immediately following irradiation, the cold 
medium was replaced with medium that had been warmed to 3TCy and the cells were 
placed in a 3TC tissue culture incubator for the q)propriate time (0 min, 1 5 min, 30 min, 
1 h, 2 h, 4 h or 24 h) to allow the DSBs to be repaired. Cells were then trypsinized on ice, 
washed, embedded in agarose plugs, lysed, and digested with proteinase K. The DNA 
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was separated using contour-clamped homogeneous electric field PFGE (CHEF-DR M 
system, Bio-Rad Laboratories) at 1.5 V/cm for 20 h at 25»C in 0.5 x TBE buffer. The gel 
was transferred to a nylon membrane for 3 days at room temperature. The membrane was 
then hybridized with a ^^P-labeled human Alu^ probe for 18 h at 45°C. The fraction of 
5 activity released from the plug into the lane was determined using a storage 
phosphorimaging system with the ImageQuant software program (Molecular Dynamics, 
Sunnyvale, CA, USA). 
8. HCR 

A modified version of the HCR assay was used to assess DNA repair capacity 
10 (Eady et al., 1992; McDonald et al, 1996; Rainbow, 1974; Rainbow and Mak, 1972). 
Briefly, cells were seeded in a six-weU plate and pretreated with Ad-mda7, Ad-Luc, or 
mock as described above. Cells were then transfected with non-irradiated or irradiated 
Ad-/3-gal 48 h after pretreatment. Ad-j5-gal was irradiated using a high-dose-rate '"Cs 
unit (34.3 Gy/min) at room temperature at a dilution of 1/100 in medium supplemented 
15 with 1% fetal bovine serum. Twenty-four hours after transfection with Ad-^gal, cells 
were fixed with 2.00% formaldehyde and 0.05% glutaraldehyde in phosphate-buffered 
saline, and stained Avith X-Gal (5-bromo-4-chloro-3-indolyl-^-D-galactopyranoside). The 
capacity of the cellular r«jpair systems was assayed by counting the positively stained cells 
under a microscope. The results using irradiated Ad-/3-gal were compared with those in 
20 cells treated with non-iixadiated Ad-j^gal. The experiments were done in tripUcate. 
Results 

1. Ad-mda7 suppresses Uie espression of proteins involved in DNA 

repair in NSCLC cells but not in normal Gbroblasts 
Ad-mda7 radiosensitize NSCLC cells but not normal fibroblasts and this 
25 correlates with the ability of this vector to induce activation of the c-Jun transcription 
fector in the NSCLC cells but not in fibroblasts. Thus, it was of interest to test for 
changes in the expression of genes that are important in governing radiosensitivity such 
as fliose in the pathways of DNA rq;>air. 

In mammaKan cells, non-homologous end joining (NHEJ) is the predominant 
30 pathway for repairing DSBs induced by exposure to ionizing radiation. In order to 
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determine whether Ad-mda? affects the expression level of the proteins involved in the 
NHEJ pathway, western blot analysis was performed on nuclear protein extracts. The 
expression levels of Ku70, XRCC4 and DNA ligase IV protein were reduced by Ad-mda? 
treatment in A549 cells. On the other hand, no reduction in the expression of any of these 
5 proteins was observed in CCD16 cells when treated in an identical manner. The effects 
in the NSCLC cells appeared to be specific to Ad-mda7 as a control vector, Ad-Luc, did 
not affect the expression of those proteins in either cell line. 

2. Ad-mda? reduces the expression of DNA repair gene mRNA in A549 
cells 

10 To determine whether the suppressed protem levels reflected a reduced 

transcription of the genes that code for these proteins, RNAse protection assays were 
conducted for the genes of mterest. The results showed that naRNA levels for several 
DNA repair genes were lower in A549 cells treated with Ad-mda? compared to untreated 
controls. For some genes, the control vector, Ad-Luc, also affected transcription. 

15 However, transcription for several of the genes of interest - KU?0, Lig4, XRCC4, and 
DNA-PK ~ was affected to a greater degree by Ad-mda? than by Ad-Luc. 

3. DNA DSB repair after irradiation is suppressed by Ad-mda7 
transfection 

Although the suppressed expression of genes whose protein products are crucial 
20 for repairing radiation-induced DSBs as illustrated above is consistent with the 
radiosensitizing effects of Ad-mda?, it was necessary to confirm that repair of these 
lesions was actually compromised following this treatment. Thus^ the total DSB 
induction and rejoining following irradiation was examined using pulsed field gel 
electrophoresis (PFGE) to determine whether Ad-mda? transfection affected DSB 
25 rejoining kinetics in A549 cells. Resaults from this analysis shoAved that a substantial 
amount of fragmented DNA migrated out of the plugs and into the lanes following 
delivery of a dose of 40 Gy when examined at time point 0. This effect was siinilar for 
Ad-mda?-treated cells and controls, indicating that Ad-mda? treatment does not enhance 
the induction of DSBs by radiation. However, as a function of time, the proportion of 
30 DNA in the lane was reduced as the DSBs were rejoined; this appeared to be a slower 
process in the Ad-mda?-treated cells than in the controls. A number of gels were 



-236- 



wo 2004/078124 PCT/US2004/006147 

quantified, and the average values ivere plotted to evaluate the kinetics of DSB repair 
following the different treatments. Although the overall kinetics of repair were very 
similar in the different groups, it appeared that pretreatment with Ad-mda7 resulted in a 
higher level of residual unrejoined lesions at 24 h compared with untreated controls or 

cells pretreated with Ad-Luc. 

4. Host ceU reactivation (HCR) is suppressed by Ad-mda? in A549 ceUs 

but not in CCD16 cells 
Strictly speaking, the PFGE assay for DSB repair, when used as described above, 
actually measures the total DSB rejoining, which includes the inappropriate rejoining of 
broken DNA fragments such as those that lead to chromosomal translocations. 
Furthermore, since it does not detect misrepaired lesions that result in deletions, it 
overestimates the amount of repair that contributes to cell survival. Thus, to investigate 
the fidelity and total capacity for DNA repair, the HCR assay was used as a further test of 
Ad-mda7's ability to suppress the DNA repair pathways that govern radiosensitivity. 
Gamma-irradiated adenoviral-mediated /3-galactosidase (Ad-^-gal) was used as d.e 
reporter vector, with ^galactosidase activity used as the readout. The extent of repair 
was assessed by measuring the reporter gene expression in A549 cells and CCD16 cells 
that were pretreated with Ad-mda7 or Ad-Luc or by mock transfection. The results 
indicated that HCR was suppressed in A549 pretreated with Ad-mda7 when compared 
with control ceUs pretreated either with Ad-Luc or via mock transfection. In contrast, 
sigDificant suppression of HCR was BOt observed in CCD16 cells following pretreatment 
with Ad-mda7. To confirm that the HCR assay was sufficiently sensitive to detect known 
defects in DNA repair, the assay was tested on the human gUoblastoma cell lines M059K 
and M059J, which are proficient and deficient in DNA-dependent protein kinase (DNA- 
PK), respectively. HCR was significantly reduced in M059J cells when compared with 
that in M059K cells by factors approaching 50%. DNA-PK, which comprises the 
Ku70/Ku80 heteiodimer and the catalytic subunit DNA-PKcs, is required for the NHEJ 
pathway of DSB repair. Cells lacking DNA-PK activity because of defects in DNA-PK 
components, such as M059J cells, have shown hypersensitivity to ionizing radiation and 
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compromised DSB rejoining kinetics (Allalunis-Tumer et al, 1993; Lees-Miller et al, 
1995). 

All of the compositions and/or methods disclosed and claimed herein can be made 
and executed without undue experimentation in light of the present disclosure. While the 
comi>ositions and methods of this invention have been described in terms of some 
embodiments, it \will be apparent to those of skill in the art thait variations may be applied 
to the compositions and methods and in the steps or in the sequence of steps of the 
method described herein without departing fiom the concept, spirit and scope of the 
invention. More specifically, it will be apparent that certain agents which are both 
chemically and physiologically related may be substituted for the agents described herein 
while the same or similar results would be achieved. All such similar substitutes and 
modifications apparent to those skilled in the art are deemed to be within the spirit, scope 
and concept of the invention as defined by the appended claims. 
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WHAT IS CLAIMED IS: 

1. A method for purifying MDA-7 protein from a cell comprising subjecting a cell 
extract or supernatant comprising MDA-7 protein to affinity chromatography. 

2- The method of claun 1, wherem the MDA-7 protein is purified to at least 20% 
homogeneity and is active. 

3. The method of claim 1, wherein the MDA-7 protein is glycosylated and is the 
seweted form of the protein. 

4. The method of claim 1, fiirther comprising adding a protein earner to the extract 
or supernatant before, during, or after subjection to affinity chromatography. 

5. The method of claim 1 , further comprising subjecting the affinity-purified MDA-7 
protein to anion exchange chromatography, wherein the resulting MDA-7 protem is 
purified to at least 30% homogeneity and is active. 

6. The method of claim 5, wherein the anion exchange chromatogr^hy involves a 
step gradient of salt up to a concentration of 1.0 M. 

7. The method of claim 6, wherein the MDA-7 protein is eluted m a solution with a 
salt concentration of about 0.9 M to 1.0 M. 

8. The method of claim 5, wherein the resulting protein is purified to 50%-70% 
homogeneity. 

9. The mefliod of claim 8, wherein the resulting protein is purified to 70%-90% 
homogeneity. 

10. The method of claim 9, wherem the resulting protein is purified to at least 90% 
homog^eity. 
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11. The method of claim 10, wherein the resulting protein is purified to at least 95% 
homogeneity. 

12. The method of claim 1, wherem the affinity chromatography involves an affinity 
resin comprising at least one anti-MDA-7 polyclonal antibody. 

5 13. The method of claim 1, wherein the affinity chromatography involves an affinity 
resin comprising at least one anti-MDA-7 monoclonal antibody. 

14 The method of claim 1, wherein the affinity chromatography comprises contacting 
the cell extract or supernatant with an affinity resin, washing the resin, and eluting MDA- 
7 protein from the resin. 

15. The method of claim 14, wherein the MDA-7 protein is eluted with a solution 
comprising 1 M salt and a pH below 5.0. 



10 



16. The method of claim 14, further comprising neutralizing the eluted MDA-7 
protein with a buffer. 

17. The mefliod of claim 14, further comprising incubating the eluted MDA-7 protein 
15 with Protein A. 

18. The method of claim 17, wherein the Protein A is coupled or attached to a 
nonreacting material. 

19. The mefliod of claim 1, further comprising subjecting the affinity 
chromatography-purified MDA-7 protein to size resolution purification. 

20 20. The method of claim 19, wherein size resolution purification occurs before and/or 
after anion exchange chromatogr^hy. 
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2 1 . The method of claim 1 9, wherein size resolution puri JBcation involves a protein 
gel or a size exclusion column. 

22. A method for puri^dng active, glycosylated, secreted MDA-7 protein from a cell 
comprising; . 

a) subjecting a cell extract or supernatant comprising secreted MDA~7 
protein to aiBBnity chromatography involving an anti-MDA antibody; 

b) subjecting the affinity chromatography-purified MDA-7 protein to size 
resolution purification; and, 

c) subjecting the size resolution-purified MDA-7 to anion exchange 
chromatography. 

23. The method of claim 22, wherein the MDA-7 protein is purified to at least 80% 
homogeneity. 

24. Purified MDA-7 protein, wherein the protein is active. 

25. The purified MDA-7 protein of claim 24, wherem the MDA-7 protein is purified 
to at least about 25% homogeneity. 

26. The MDA-7 protein of claim 25, wherein the R4DA-7 protein is purified to at least 
about 40% homogendty. 

27. The MDA-7 protein of claim 26, wherein the MDA-7 protein is purified to at least 
about 50% homogeneity. 

28. The MDA-7 protein of claim 27, wherein the MDA-7 protein is purified to at least about 
60% homogeneity. 

29. The MDA-7 protein of claim 28, wherein the MDA-7 protein is purified to at least 
about 70% homog^eity. 
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30. The MDA-7 protein of claim 29, wherein the MDA-7 protein is purified to at least 
about 80% homogeneity. 

31 . The MDA-7 protein of claim 30, wherein the MDA-7 protein is purified to at least 
about 90% homogeneity. 

32. The MDA-7 protein of claim 31, wherein the MDA-7 protein is purified to at least 
about 95% homogeneity. 

33. A method for treating a cancer patient comprising admim'stering to the patient an 
effective amount of a pharmaceutically acceptable composition comprising purified 
secreted MDA-7 protein of claim 24, 

34. The method of claim 33, wherein the MDA-7 protein is active and at least about 
80% homogeneous with respect to proteins in the composition. 

35. The method of claim 33, fiirther comprising subjecting the patient to radiotherapy 
or chemotherapy. 

36. The method of claim 35, wherein the cancer patient has an ^ithelial cell cancer. 

37. The method of claim 33, wherein the cancer patient has a melanoma or pancreatic 
cancer. 

3S. A method for radiosensitizing a cancer cell comprising administering to the cell 
an effective amount of an adenovirus vector comprising a nucleic acid encoding MDA-7, 
wherein the nucleic acid is under the control of a promoter operable in the cell. 

39. The method of claim 38, wherein the cancer ceU is an epithelial cell. 
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40. The method of claim 38, further comprising subjecting the cancer cell to radiation 
within 72 hours after administration of the adenovirial vector. 

41. A method of treating cancer in a patient comprismg administering to the patient 
an NF-kB inhibitor and a composition comprising either MDA-7 protein or an adenovirus 
vector comprising a nucleic acid encoding MDA-7 under the control of a promoter. 

42. The method of claim 41, wherein the NF-kB inhibitor is Sulindac. 

43. A protein comprising amino acids 100 to 206 of SEQ ID NO:2 and an 
endoplasmic reticulum targeting sequence. 

44. A method for inhibiting or preventing local invasiveness and/or metastasis of 
cancer in a patient, comprising administering to the patient an effective amount of a 
pharmaceutically acceptable composition comprising MDA-7 protein, wherein the MDA- 
7 inhibits or prevents the local invasiveness and/or metastasis of the cancer. 

45. The method of claim 44, wherein the cancer is melanoma, non-small cell lung, 
small-cell lung, lung, hepatocarcinoma, retinoblastoma, astrocytoma, glioblastoma, gum, 
tongue, leukemia, neuroblastoma, head, neck, breast, pancreatic, prostate, renal, bone, 
testicular, ovarian, mesothelioma, c^ervical, gastrointestinal^ lymphoma, brain, colon, or 
bladder. 

46. The method of claim 45, wherein the cancer is lung canc^. 

47- A method for inhibiting or preventing local invasiveness and/or metastasis of 
canc^ in a patient, conq)rising administering to the patient an effective amount of a 
pharmaceutically acceptable composition comprising a polynucleotide encoding an 
MDA-7 protein, wherein the MDA-7 protein inhibits or prevaits the local invasiveness 
and/or metastasis of the cancer. 
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48. The znefbod of claim 47, wherein the polynucleotide encoding an MDA-7 protein 
comprises an expression construct. 

49. The method of claim 48, wherein the expression construct comprises an 
adenovirus vector comprising a nucleic acid, under the control of a promoter, encoding 

5 the MDA-7 protein. 
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SEQUENCE LISTING 

<110> CHADA, SUNIIi 
MUMM, JOHN B. 
RAMESH, RAJAGOPAL 
MHASHlIiKAR, ABMER M. 
MEYN, RAYMOND E- 
GRIHM, ELIZABETH 

<120> METHODS AND COMPOSITIONS INVOLVING MDA-7 

<130> INGN:105US 

<14 0> UNKNOWN 
<141> 2004>03-02 

<150> 60/528,506 
<151> 2003-12-10 

<150> 60/515,285 
<151> 2003-10-29 

<140> 60/486,862 
<141> 2003-07-11 

<:150> 60/476,159 
<151> 20O3-O6-O4 

<150> 60/4 74,529 
<151> 2003-05-30 

<150> 60/452,257 
<151> 2003-03-03 

<160> 3 

<170> Pa tent In Ver. 2.1 

<2I0> 1 

<211> 718 

<212> DWA 

<213> Homo sapiens 

<400> 1 

acaagacatg actgtgatga ggagctgctt tcgccaattt aacaccaaga agaattgagg 60 
ctgcttggga ggaaggccag gaggaacacg agactgagag atgaattttc aacagaggct 120 
gcaaagcctg tggactttag ccagaccctt ctgccctcct ttgctggcga cagcctctca 180 
aatgcagatg gttgtgctcc cttgcctggg ttttaccctg cttctctgga gccaggtatc 240 
aggggcccag ggccaagaat tccactttgg gccctgccaa gtgaaggggg ttgttcccca 3 00 
gaaactgtgg gaagccttct gggctgtgaa agacactatg caagctcagg ataacatcac 360 
gagtgcccgg ctgctgcagc aggaggttct gcagaacgtc tcggatgctg agagctgtta 420 
ccttgtccac accctgctgg agttctactt gaaaactgtt ttcaaaaact accacaatag 4 80 
aacagttgaa gtcaggactc tgaagtcatt ctctactctg gccaacaact ttgttctcat 540 
cgtgtcacaa ctgcaaccca gtcaagaaaa tgagatgttt tccatcagag acagtgcaca 600 
caggcggttt ctgctattcc ggagagcatt caaacagttg gacgtagaag cagctctgac 660 
caaagccctt ggggaagtgg acattcttct gacctggatg cagaaattct acaagctc 718 

<2l6> 2 
<2ai> 206 
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<212> PRT 

<213> Homo sapiens 
<400> 2 

Met Asn Phe Gin Gin Arg Leu Gin Ser Leu Trp Thr Leu Ala Arg Pro 
15 10 15 

Phe Cys Pro Pro Leu Leu Ala Thr Ala Ser Gin Met Gin Met Val Val 
20 25 30 

Leu Pro cys Leu Gly Phe Thr Leu Leu Leu Trp Ser Gin Val Ser Gly 
35 40- 45 

Ala Gin Gly Gin Glu Phe His Phe Gly Pro Cys Gin Val Lys Gly Val 

50 . 55 60 

Val Pro Gin Lys Leu Trp Glu Ala Phe Trp Ala Val Lys Rsp Thr Met- 
65 70 75 80 

Gin Ala Gin Asp Asn He Thr Ser Ala Arg Leu Leu Gin Gin Glu Val 

85 90 95 

Leu Gin Asn Val Ser Asp Ala Glu Ser Cys Tyr Leu Val His Thr Leu 
lOO 105 110 

Leu Glu Phe Tyr Leu Lys Thr Val Phe Lys Asn Tyr His Asn Arg Thr 
115 120 125 

Val Glu Val Arg Thr Leu Lys Ser Phe Ser Thr Leu Ala Asn Asn Phe 
130 135 140 

Val Leu He Val Ser Gin Leu Gin Pro Ser Gin Glu Asn Glu Met Phe 
145 150 155 160 

Ser lie Arg Asp Ser Ala His Arg Arg Phe Leu Leu Phe Arg Arg Ala 
165 170 175 

Phe Lys Gin Leu Asp Val Glu Ala Ala Leu Thr Lys Ala Leu Gly Glu 
180 185 190 

Val Asp He Leu Leu Thr Trp Met Gin Lys Phe Tyr Lye Leu 
195 200 205 



<210> 3 
<211> 21 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: .Synthetic 
Primer 

>400> 3 

cgcttgatga gtcagcogga a 
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